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. Title: NOVEL COMPOUNDS FOR MODULATING CELL PROLIFERATION 

FIELD OF THE INVENTION 

5 This invention relates to novel compounds which are useful for treating 

a variety of cell proliferative disorders such as cancer. 
BACKGROUND OF THE INVENTION 

A wide range of growth factors coordinate cell proliferation and 
differentiation. Malignant cells arise as a result of a stepwise progression of 

10 events that include the unregulated expression of growth factors or 
components of their signaling pathways. Tyrosine phosphorylation events 
initiated by receptor, cytoplasmic and nuclear kinases and regulated by 
phosphatases are central to these processes. Mutation, hyper-activation, 
translocation and overexpression of protein tyrosine kinases are all 

15 associated with tumorigenesis. In addition to increasing proliferative rates and 
immortalizing cells, overexpression of tyrosine kinases can lead to 
morphological transformation and cause anchorage independence, 
contributing to the promotion of migratory ability and possibly the induction of 
metastases. 

20 Certain compounds with structures based upon mimicry of ATP or 

phosphotyrosine have been shown to be effective kinase inhibitors. Those 
based upon phosphotyrosine have been demonstrated to be the more specific 
tyrosine kinase inhibitors. Because of their ability to inhibit tyrosine 
phosphorylation, these compounds may alter cell responses to growth factors 
25 or other process driven by tyrosine kinase activity, including unregulated 
growth as the result of tyrosine kinase overexpression, mutation, or 
translocation. Inhibition of tyrosine kinases occupying a central role in 
proliferative signaling pathways, or in pathways regulating cell cytoskeletal 
structure, even temporary or incomplete inhibition, may be sufficient to switch 
30 a cancerous cell from a proliferative cycle into programmed cell death, or 
apoptosis. Death by apoptosis is most often observed upon effective 
treatment with tyrosine kinase inhibitors. 

SUBSTITUTE SHEET (RULE 26) 
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Selective inhibition of specific tyrosine kinases offers a- method of 
targeting cancerous cell growth with a high degree of specificity and minimal 
toxicity to normally growing cells and tissues. Thus, specific inhibitors of 
tyrosine kinases have great potential as clinical anti-cancer treatments. A 
5 number of small molecules which act as tyrosine kinase inhibitors have been 
identified. For example, certain phenyl acrylonitrile compounds have been 
described as tyrosine kinase inhibitors, effective to inhibit cell proliferation 
(see for example, US 5,891,917, US 5,217,999, US 5,773,476, US 5,935,993, 
US 5,656,655, US 5,677,329 and US 5,789,427). 
10 Inhibition of tyrosine kinases offers one mechanism by which cell 

proliferation can be inhibited. One of skill in the art will appreciate that other 
mechanisms of inhibition may also be involved. 

There is a need in the art to identify compounds that inhibit cell 
proliferation. 
15 SUMMARY OF THE INVENTION 

A number of novel compounds have now been identified that inhibit 
abnormal cell proliferation, for example cancer cell growth. The compounds 
do not inhibit the growth of normal cells. 

Accordingly, the present invention includes compounds of Formula I 
20 and salts, solvates and hydrates thereof: 




wherein 

25 R 1 and R 2 are each independently selected from the group consisting of H, 
OH, C^alkyl, C^alkoxy, NH 2 , NH-Ci-ealkyI, Ntd-ealkylXCmsalkyl), SH, 
S-C^alkyl, aSi(Ci^alkyl)(C^alkyl)(C w alkyl), N0 2 , CF 3 , OCF 3 and halo; 
R 3 is selected from the group consisting of H, OH, Chalky!, Ci^alkoxy, NH 2 , 
NH-C^alkyl, N(Ci^alkyl)(Ct^alkyl) f SH, S-Ci^alkyl, 



WO 01/79158 



PCT/CA01/00516 



-3- 

0-Si(Ci^alkyl)(Ci^alkyl){Ci^alkyl), N0 2 , halo and CH 2 -S-(CH 2 )„ An 
R 4 is selected from the group consisting of C(X)R 5 , SOaAr, NH 2 , NH-CUalkyl, 
N(C^alkyl)(C 1 ^alkyl), P(0)(OH) 2 , P(0)(OC^alkyl) 2 , and C(NH 2 )=C(CN) 2 ; 
X is selected from 0,S, NH and N-C«alkyl; 
5 R s is selected from the group consisting of NH 2 , OH, NH(CH 2 )pAr, 
NH(CH 2 ) p OH, (CH 2 ) p OCi^ajkyl, Ci. 6 alkyl, Ci^alkoxy, NHNH 2 , NHC(0)NH 2 , 
NHC(0)Ci^alkoxy, N-morpholino and N-pyrrolidino; 
Ar is an aromatic or heteroaromatic group, unsubstituted or substituted with 1- 
4 substituents, independently selected from the group consisting of OH, 
10 d-ealkyl, d-salkoxy, NH 2 , NH-C^alkyl, N(C^alkyl)(d.6alkylJ, SH, 
S-d-ealkyl, N0 2l CF 3 , OCF 3 and halo; 
n is 0to4; and 
p is 1-4. 

The present invention further includes compounds of Formula II and 
15 salts, solvates and hydrates thereof: 




wherein 

R 1 and R 2 are each independently selected from the group consisting of H, 
20 OH, d-ealkyl, C^alkoxy, NH 2| NH-d-ealkyl, NCd-salkylXd-ealkyl). SH, 

S-C^alkyl, O-SiCCi^alkyOCd-ealkyO^^alkyl), N0 2 , CF 3 , OCF 3 and halo; 

R 3 is selected from the group consisting of H, OH, d-ealkyl, d-ealkoxy, NH 2 , 

NH-d-ealkyl, N(Ci^alkyO(C,*alkyO, SH, S-d^alkyl, 

0-Si(C w alkyl)(Ci^alkyl)(C«alkyl), N0 2 , halo and CHa-S^CH^n A17 
25 At is an aromatic or heteroaromatic group, unsubstituted or substituted with 1- 

4 substituents, independently selected from the group consisting of OH, 

d-ealkyl, d-ealkoxy, NH 2 , NH-d-ealkyl, N(d^alkyl)(Ci^alkyl). SH, 

S-d-ealkyl, N0 2l CF 3 . OCF 3 and halo; 
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R 6 is selected from the group consisting of Ar, OH and OCi-ealkyl; 
X is selected from 0 and S; 
n is 0-4; and 
pis 1-4. 

5 The present invention also provides compounds of Formula III and 

salts, solvates and hydrates thereof: 




R7 

.„ JL-^ JJ CN 
R 

III 

wherein 

10 R 1 and R 2 are each independently selected from the group consisting of H, 
OH, Ci^alkyl, Ci^alkoxy, NH 2 , NH-Ci-ealkyl. N(Ci-6alkyl)(Ci^aIkyO, SH, 
S-C-i-ealkyl, O-SiCCi^altylXC^alkylXC^alkyl), N0 2l CF 3 , OCF 3 and halo; 
R 3 is selected from the group consisting of H, OH, Chalky!, Ci^alkoxy, NH2, 
NH-C^alkyl, N(d<a]kylKC«alkyO. SH, S-C^alkyl, 

1 5 O-SKC^altyXC^alkylXCi-ealty), N0 2 , halo and CH 2 -S-(CH 2 ) n An 

Ar is an aromatic or heteroaromatic group, unsubstltuted or substituted with 1- 
4 substituents, independently selected from the group consisting of OH, 
C^alkyl, Ci-ealkoxy, NH 2 , NH-Ci-ealkyl, ^C^alkylXd^alkyl), SH, 
S-C^alkyl, N0 2 , CF 3 , OCF 3 and halo; 

20 R 7 is selected from the group consisting of OH, NH 2 and OCi^alkyl; 
X is selected from O and S; and 
n is 0-4. 

According to another aspect of the present invention, there is provided 
a pharmaceutical composition comprising a compound of the invention and a 
25 pharmaceutical^ acceptable earner or diluent 

In accordance with a further aspect of the present invention, there is 
provided a method for modulating cell proliferation, preferably inhibiting cell 
proliferation comprising administering an effective amount. of a compound of 



WO 01/79158 



PCT/CA01/00516 



-5- 

the invention to a cell or animal in need thereof. The invention also includes a 
use' of a compound of the invention to modulate cell proliferation, preferably 
inhibit cell proliferation. The invention further includes a use of a compound 
of the invention to prepare a medicament to modulate cell proliferation, 
5 preferably inhibit cell proliferation. 

In a preferred embodiment the present invention provides a method of 
inhibiting the proliferation of a cancer cell comprising administering an 
effective amount of a compound of the invention to a cell or animal In need 
thereof. The cancer cell treated may be any type of cancer including a 

10 leukemia, a lymphoma, myeloma, metastatic carcinoma, sarcoma or any 
other malignant transformation or any other malignancy. The invention also 
includes a use of a compound of the invention to modulate cancer cell 
proliferation, preferably inhibit cancer cell proliferation. The invention further 
includes a use of a compound of the invention to prepare a medicament to 

1 5 modulate cancer cell proliferation, preferably inhibit cancer cell proliferation. 

In another aspect, the invention provides a method of modulating 
tyrosine kinase activity In a cell by administering an effective amount of a 
compound of the invention. In a further aspect, the invention provides a 
method of inhibiting tyrosine kinase activity in a cell by administering an 

20 effective amount of a compound of the invention. The present invention also 
provides a use of a compound of the invention to modulate, preferably inhibit, 
tyrosine kinase activity. The present invention further provides a use of a 
compound of the invention to prepare a medicament to modulate tyrosine 
kinase activity, preferably inhibit tyrosine kinase activity. It is appreciated that 

25 the inhibition of cell growth by the compounds of the invention may be 
effected by other mechanisms. 

Other features and advantages of the present invention will become 
apparent from the following detailed description. It should be understood, 
however, that the detailed description and the specific examples while 

30 indicating preferred embodiments of the invention are given by way of 
illustration only, since various changes and modifications within the spirit and 
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scope of the invention will become apparent to those skilled in the art from 

this detailed description. 

BRIEF DESCRIPTION OF THE DRAWINGS 

The invention will now. be described in relation to the drawings in 

5 which: 

Figure 1 is a bar graph showing the effect of CR4 upon normal bone 
marrow differentiation in culture. 

Figure 2 is a bar graph showing the killing of Philadelphia positive 
acute lymphoblastic leukemia by low-dose CR4 in culture. 
1 0 Figure 3 is a bar graph showing the killing of Philadelphia positive Z1 1 9 

Acute lymphoblastic leukemia cells by low-dose CR4 in culture. 

Figure 4 is a bar graph showing the killing of AML-3 acute myeloid 
leukemia cells by low-dose CR4 in culture. 

Figure 5 is a bar graph showing the killing of Ly-MN lymphoma cells by 
15 low-dose CR4 in culture. . 

Figure 6 is a bar graph showing the killing of primary juvenile myelo- 
monocytic leukemia cells by CR4 in culture. 

Figure 7 is a bar graph showing the killing of OCI-LY2 lymphoma cells 
by low-dose CR4 in culture. 
20 Figure 8 is a bar graph showing the killing of Philadelphia positive ALL 

cells by CR17 and CR21 in culture. 

Figure 9 is a bar graph showing the killing of Philadelphia positive ALL 
cells by CR17 and CR21 in culture. 

Figure 10 is a bar graph showing the killing of Philadelphia positive ALL 
25 cells by CR24 in culture. 

Figure 1 1 is a bar graph showing the killing of Philadelphia positive ALL 
cells by CR1 9 in culture. 

Figure 12 is bar graph showing the effect of CR19 on normal bone 
marrow differentiation in culture. 
30 Figure 13 is a bar graph showing the effect of CR24, CR17 and CR21 

on normal bone marrow differentiation. 
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Figure 14 is a bar graph showing the effect of in vitro purging of normal 
bone marrow with CR4. 

Figure 15 is a bar graph showing the effect of in vitro purging of Z1 1 9 
acute lymphoblastic leukemia with CR4. 
5 Figure 16 is a bar graph showing the effect of In vitro purging of OCI- 

Ly2 lymphoma cells with CR4. 

Figure 17 is a bar graph showing the effect of in vitro purging of OCI- 
AML-3 acute meyloid leukemia cells with CR4. 

Figure 18 is a bar graph showing the effect of in vitro purging of Ramos 
10 B cell Burkitt's lymphoma cells with CR4. 

Figure 19 is a bar graph showing the killing of HuNS1 multiple 
myeloma cells by low-dose CR4 in culture. 

Figures 20A and B are graphs showing cell staining after in vivo 
treatment of Philadelphia positive acute lymphoblastic leukemia in NOD-SCID 
15 mice. 

Figure 21 is a bar graph showing that the effect of in vitro purging of 
normal bone marrow with CR1 1 . 

Figure 22 is a bar graph showing that the effect of in vitro purging of 
Philadelphia positive acute lymphoblastic leukemia with CR1 1 . 
20 Figure 23 is an autoradiograph which shows Philadelphia (Ph+) ALL 

lines Z119 and Z181 (5x1 0 6 cells/point) immunoprecipitated with Bcr-Abl 
antibody. 

Figure 24 is an autoradiograph which shows Philadelphia (Ph+) ALL 
line Z1 1 9 (5x1 0 6 ceils/point) immunoprecipitated with Jak2 antibody. 
25 DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS 
I. Definitions 

The term "Chalky!" as used herein means, unless otherwise stated, 
straight and/or branched chain alkyl radicals containing from one to six carbon 
atoms and includes methyl, ethyl, propyl, isopropyl, t-butyl and the like. 
30 The term "C^alkoxy" as used herein means, unless otherwise stated, 

straight and/or branched chain alkoxy radicals containing from one to six 
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carbon atoms and includes methoxy, ethoxy, propyoxyl, isopropyloxy, t-butoxy 
and the like. 

The term "Chalky!" as used herein means, unless otherwise stated, 
straight and/or branched chain alkyl radicals containing from one to four 
5 carbon atoms and includes methyl, ethyl, propyl, isopropyl, t-butyl and the 
like. 

The term "Ci^alkoxy* as used herein means, unless otherwise stated, 
straight and/or branched chain alkoxy radicals containing from one to four 
carbon atoms and includes methoxy, ethoxy, propyoxyl, isopropyloxy, t-butoxy 
10 and the like. 

The term tt Ar" as used herein, means an unsubstituted or substituted 
aryl and/or heteroaryl group which, in the case of heteroaryl, may contain up 
to two heteroatoms, wherein the constituents are independently selected from 
the group consisting of OH, d-ealkyl, C^alkoxy, NH 2 , NH-d^alkyl, N(Ci- 
15 6alkyl)(Ci-6alkyl), SH, S-Cinealkyl, N0 2 , CF3, OCF 3 and halo, and includes 
unsubstituted or substituted phenyl, furyl, thienyl, indolyl, naphthyl, quinolyl 
and the like. 

The term "halo* as used herein means halogen and includes chloro, 
flouro, bromo, iodo and the like. 
20 The term "pharmaceutical^ acceptable salt" means an acid addition salt 

or a basic addition salt which is suitable for or compatible with the treatment 
of patients. 

The term "compound of the invention 0 as used herein includes any 
compound of the Formula I, II or III as defined herein (including all salts, 

25 solvates or hydrates thereof) as well as a specific compound designated 
herein as CR1, CR2, CR3, CR4 f CR5, CR8, CR9, CR11, CR12, CR13, CR14, 
CR15, CR16, CR17, CR18, CR19, CR20, GR21, CR24, CR27, CR28, and 
CR29 (including all salts, solvates or hydrates thereof). 

The term "pharmaceutical^ acceptable acid addition salt" as used 

30 herein means any non-toxic organic or inorganic salt of any base compounds 
represented by Formulae I, II and/or III or any of their intermediates. 
Illustrative inorganic acids which form suitable salts include hydrochloric, 
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hydrobromic, sulfuric and phosphoric acids, as well as metal salts such as 
sodium monohydrogen orthophosphate and potassium hydrogen sulfate. 
Illustrative organic acids that form suitable salts include mono-, di-, and 
tricarboxylic acids such as glycolic, lactic, pyruvic, malonic, succinic, glutaric, 
5 fumaric, malic, tartaric, citric, ascorbic, maleic, benzoic, phenylacetic, 
cinnamic and salicylic acids, as well as sulfonic acids such as p-toluene 
sulfonic and methanesulfonic acids. Either the mono or di-acid salts can be 
formed, and such salts may exist in either a hydrated, solvated or 
substantially anhydrous form. In general, the acid addition salts of 

10 compounds of Formulae I, It and/or III are more soluble in water and various 
hydrophilic organic solvents, and generally demonstrate higher melting points 
in comparison to their free base forms. The selection of the appropriate salt 
will be known to one skilled in the art Other npn-phamiaceutically acceptable 
salts, e.g. oxalates, may be used, for example, in the isolation of compounds 

15 of Formulae I, II and/or III for laboratory use, or for subsequent conversion to 
a pharmaceutical^ acceptable acid addition salt 

The term "pharmaceutically acceptable basic addition salt" as used 
herein means any non-toxic organic or inorganic base addition salt of any acid 
compounds represented by Formulae I, II and/or III or any of their 

20 intermediates. Illustrative inorganic bases which form suitable salts include 
lithium, sodium, potassium, calcium, magnesium or barium hydroxide. 

, Illustrative organic bases which form suitable salts include aliphatic, alicyclic 
or aromatic organic amines such as methylamine, trimethylarnine and picoline 
or ammonia. The selection of the appropriate salt will be known to a person 

25 skilled in the art. 

The term "solvate" as used herein means a compound of Formulae I, II 
and/or III, or a pharmaceutically acceptable salt of a compound of Formulae I, 
II and/or III, wherein molecules of a suitable solvent are incorporated in the 
crystal lattice. A suitable solvent is physiologically tolerable at the dosage 

30 administered. Examples of suitable solvents are ethanpl, water and the like. 
When water is the solvent, the molecule is referred to as a "hydrate". 
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The term an "effective amount" or a "sufficient amount " of an agent as 
used herein is that amount sufficient to effect beneficial or desired results, 
including clinical results, and, as such, an "effective amount" depends upon 
the context in which it is being applied. For example, fn the context of 
5 administering an agent that inhibits cancer cell proliferation, an effective 
amount of an agent is, for example, an amount sufficient to achieve such a 
reduction in cancer cell proliferation as compared to the response obtained 
without administration of the agent. 

As used herein, and as well understood in the art, "treatment 0 is an 

1 0 approach for obtaining beneficial or desired results, including clinical results. 
Beneficial or desired clinical results can include, but are not limited to, 
alleviation or amelioration of one or more symptoms or conditions, 
diminishment of extent of disease, stabilized {i.e. not worsening) state of 
disease, preventing spread of disease, delay or slowing of disease 

1 5 progression, amelioration or palliation of the disease state, and remission 
(whether partial or total), whether detectable or undetectable, "Treatment" 
can also mean prolonging survival as compared to expected survival if not 
receiving treatment 

"Palliating" a disease or disorder means that the extent and/or 

20 undesirable clinical manifestations of a disorder or a disease state are 
lessened and/or time course of the progression is slowed or lengthened, as 
compared to not treating the disorder. 

The term "modulate" as used herein includes the inhibition or 
suppression of a function or activity (such as cell proliferation) as well as the 

25 enhancement of a function or activity. 

To "inhibit" or "suppress" or "reduce" a function or activity, such as 
cancer cell proliferation, is to reduce the function or activity when compared to 
otherwise same conditions except for a condition or parameter of interest, or 
alternatively, as compared to another conditions. 

30 The term "animal" as used herein includes all members of the animal 

kingdom including human. The animal is preferably a human. 
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The term "a cell" as used herein includes a plurality of cells. 
Administering a compound to a cell includes in vivo, ex vivo and in vitro 
treatment. 

The term "cancer cells" as used herein includes all forms of cancer or 
5 neoplastic disease. 

II. Compounds of the Invention 

Novel compounds which are useful in modulating cell proliferation were 
prepared. As such the compounds are useful in treating cell proliferative 
diseases such as cancer. 
0 Accordingly, the present invention provides compounds of Formula I, 

and salts, solvates or hydrates thereof: 




wherein 

R 1 and R 2 are each independently selected from the group consisting of H, 
OH, Ci-ealkyl, d-ealkoxy, NH 2 , NH-C^alkyl, NKd^alkylXC^alkyl), SH, 
S-C^alkyl, 0-Si(C^alkyl)(Ci^alkyl)(Ci^alkyl), N0 2 , CF 3 , OCF 3 and halo; 
R 3 is selected from the group consisting of H, OH, Chalky!, C^alkoxy, NH 2 , 
NH-C^alkyl, N(C^alkyD(Ci^alkyl). SH, S-C^alkyl, 
0-Si(C M alkyl)(C^alkyl)(Ci^alkyl). N0 2 , halo and CH 2 -S-(CH 2 ) n Ar; 
R 4 is selected from the group consisting of C(X)R 5 , SOaAr, NH 2 , NH-d^alkyl, 
N(C 1 ^alkyi)(C 1 ^alkyl), P^^H^, P(0)(OC«alkyl) 2 , and C(NH 2 )=C(CN) 2 ; 
X is selected from O.S, NH and N-C^alkyl; 

R 5 is selected from the group consisting of NH 2t OH, NH(CH 2 )pAr, 
NH(CH 2 ) p OH, (CH 2 )pOC«alkyl, Ci^alkyl, d-ealkoxy, NHNH 2 , NHC(0)NH 2 , 
NHC(0)d^alkoxy, N-morphoIino and N-pyrrolidino; and 
Ar is an aromatic or heteroaromatic group, unsubstituted or substituted with 1- 
4 substituents independently selected from the group consisting of OH, 
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C^alkyl, Ct^alkoxy, NH 2 , NH-d-ealkyl, N(C 1 .eaJkyl)(C 1 . 6 alkyl), SH, 
S-C^alkyl, N0 2 , CF 3 , OOF 3 and halo; 
n is 0 to 4; 
m is 1 to 4; and 
5 pis 1-4. 

In embodiments of the invention, compounds of Formula I are those in 
which R 1 and R 2 are each independently selected from the group consisting of 
H, OH, Chalky!, C^alkoxy, NH 2 , NH-C^alkyl, N^^alkylXd^alkyl), SH, S- 
C^alkyl, O-SitCi^alkylXC^alkylXC^alkyl), N0 2 , CF 3 , OCF 3 and halo. In 

10 preferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, C^alkyl, C^alkoxy, NH 2) NH-C^alkyl, SH, S-Ci. 
nalkyi, O-SKC^alkyOCCi^alkyOtCi^alkyl), N0 2 , CF 3 , OCF 3 and halo. In more 
perferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, OCH 3 , O-SKCH^Bu), S-Me, SH and N0 2 . In the 

15 most preferred embodiment of the present invention R 1 and R 2 are both OH 
. or OCH 3 or R 1 is OCH 3 and R 2 is OH. 

In further embodiments of the present invention, the compounds of 
Formula I include those in which R 3 is selected from the group consisting of H, 
OH, C^alkyl. C^alkoxy, NH 2 , NH-Cealkyl, N(Gi^alkyl)(Ci^alkyl), SH, S-Ci. 

20 6 alkyl, 0-Si(Ci^alkyl)(C 1 ^alkyl)(C 1 ^alkyl) l N0 2 , halo and C^-S-iCH^n Ar 
(where n is 0-4). In preferred embodiments, R 3 is selected from the group 
consisting of H, OH, Chalky!, C^alkoxy, NH 2> NH-C^alkyl, N(C w alkyl)(C 1 . 
4 alkyl), SH, S-C M alkyl, N0 2 and halo. In a more preferred embodiment, R 3 is 
selected from the group consisting of H, OH, OCH 3 , SH, SMe, N0 2 and halo. 

25 In the most preferred embodment, R 3 is selected from the group consisting of 
H,OHandOCH 3 . 

Embodiments of the invention include compounds of Formula I wherein 
R 4 is selected from the group consisting of C(X)R 5 , SOsAr, NH 2 , NH-C^alkyl, 
N^alkyO^i^alkyl), P(0)(OH) 2 , P(0)(OCt. 6 alkyl) 2 , and C(NH 2 )*C(CN) 2 
30 (where m is 1-4). In preferred embodiments, R 4 is selected from the group 
consisting of C(X)R 5 and C(NH 2 )=C(CN) 2 . More preferably, R 4 is C(X)R 5 . 
When R 4 is C(X)R 5 , embodiments of the invention include compounds where 
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X is selected from O.S, NH and N-d-ealkyl and R 5 is selected from the group 
consisting of NH 2 , OH, NH<CH 2 )pAr, NH(CH 2 )pOH, (CHaJpOC^alkyl, CUalkyl, 
Ci-ealkoxy, NHNH 2 , NHC(0)NH 2 , NHC(0)Ci^alkoxy, N-mbrpholino and N- 
pyrrolidino (where p is 1-4). In preferred embodiments, X is O or S and R 5 is 
5 selected from the group consisting of NH 2 , OH, NH(CH 2 )pAr, (CH 2 ) p OH and 
d^alkoxy, (where p is 1-3). Most preferred, are compounds of Formula I 
wherein X is O and R 5 is selected from the group consisting of NH 2 , OH, 
NH(CH 2 )pAr. NH(CH 2 ) p OH and OCH 3 , (where p is 1 -2). 

The present invention includes compounds of Formula I wherein the 

10 term "Ar" means an unsubstituted or substituted aryl and/or heteroaryl group 
which, in the case of heteroaryl, may contain up to two heteroatoms, wherein 
the optional substituents are independently selected from the group 
consisting of OH, Chalky!, C^alkoxy. NH 2 , NH-C^alkyl, N(Ci^alkyl)(Ci. 
6 alkyl), SH, S-Ci-salkyI, N0 2f CF 3 , OCF 3 and halo, and includes unsubstituted 

15 or substituted phenyl, furyl, thienyl, indolyl, naphthyl, quinolyl and the like. In 
embodiments of the present invention, Ar is an unsubstituted phenyl group or 
a phenyl group substituted with 1-4 substituents optionally selected from the 
group consisting of OH, Chalky!, Ci. 6 alkoxy, NH 2 , NH-C-i-ealkyl, N(Cr- 
B alkyl)(Ci.6alkyl), SH, S-Ci-ealkyl, N0 2f GF 3 , OCF 3 and halo. In preferred 

20 embodiments, Ar is an unsubstituted phenyl group or phenyl group 
substituted with 1-2 substituents optionally selected from the group consisting 
of OH, C^alkyl, C M alkoxy, NH 2 , NH-C^alkyl, N(Ci^alkyl)(CMalkyl), SH, S- 
Ci-,alkyl, N0 2 , CF 3 , OCF 3 and halo. In more preferred embodiments, Ar is an 
unsubstituted phenyl group or phenyl group substituted with 1-2 substituents 

25 optionally selected from the group consisting of OH, OCH 3 , NH 2 , NHCH 3 , 
N(CH 3 ) 2f SH, SCH 3 , CF 3 , OCF 3 and halo. In the most preferred embodiment, 
Ar is selected from the group consisting of phenyl and 3,4-dihydroxyphenyl. 

The present invention further includes compounds of Formula II and 
salts, solvates and hydrates thereof: 

30 
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wherein 

R 1 and R 2 are each independently selected from the group consisting of H, 
5 OH, Cealkyl, d-ealkoxy, NH 2 , NH-C^alkyl, N(Ci- 6 alkyl)(Ci^alkyl), SH, 
S-C^alkyl, O-SiCC^alkyOCGi^alkyOCC^alkyl), N0 2 , CF 3 , OCF 3 and halo; 
R 3 is selected from the group consisting of H, OH, d-salkyl, d-salkoxy, NH 2 , 
NH-d-ealkyl, N(C w alkyl)(Ci^alkyl), SH, S-C^alkyl, 
O-SKC^alkylKCi^alkyOfCi^alkyl), N0 2 , halo and CHrS-CCH^n Ar, 
10 Ar is an aromatic or heteroaromatic group, unsubstituted or substituted with 1- 
4 substituents, independently selected from the group consisting of OH, 
Cealkyl, d-ealkoxy, NH 2 , NH-d-ealkyl, N(C«alkyl)(Ci^alkyl). SH, 
S-C^alkyl, N0 2 , CF 3 , OCF 3 and halo; 

R 6 is selected from the group qonsisting of Ar, OH and OCi^alkyl; 
15 X is selected from O and S; 
n is 0-4; and 
pis 1-4. 

In embodiments of the invention, compounds of Formula II are those in 
which R 1 and R 2 are each independently selected from the group consisting of 

20 H, OH, Cealkyl, d-ealkoxy, NH 2 , NH-d-ealkyl, Ntd-ealkylXCwalkyl), SH, S- 
C^alkyl, ©^{(C^alkylKCi^alkylXC^alkyl), N0 2 , CF 3 , OCF 3 and halo. In 
preferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, Cealkyl, C^alkoxy, NH 2 , NH-C^alkyl, SH, S-d. 
4 alkyl, O-SKC^alkyOCCMalkyOCCi^alkyO, N0 2 , CF 3 , OCF 3 and halo. In more 

25. perferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, OCH 3 , O-SifCH^Bu), S-Me, SH and N0 2 . In the 
most preferred embodiment of the present invention R 1 and R 2 are both OH 
or OCH 3 or R 1 is OCH 3 and R 2 is OH. 
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In further embodiments of the present invention, the compounds of 
- Formula II include those in which R 3 is selected from the group consisting of 
H, OH, C^alkyl, C^alkoxy, NH 2 , NH-C^alkyi, ^(C^alkyOCd^alkyl), SH, S- 
C^alkyl, 0-Si(C 1 ^alkyl)(C 1 ^alkyl)(C 1 ^alkyl). N0 2 , halo and CH 2 -S-(CH 2 )n Ar 
5 (where n is 0-4). In preferred embodiments, R 3 is selected from the group 
consisting of H, OH, C^alkyl, C^alkoxy, NH 2 , NH-CMalkyl, N(Ci^alkyl)(Ci. 
4 alkyl), SH, S-Ci-,alkyl, N0 2 and halo. In a more preferred embodiment, R 3 is 
selected from the group consisting of H, OH, OCH 3 , SH, SMe, N0 2 and halo. 
In the most preferred embodment, R 3 is selected from the group consisting of 

10 H, OH and OCH 3 . 

The present invention further includes compounds of Formula II 
wherein the term "Ar" means an unsubstituted or substituted aryl and 
heteroaryl group which, in the case of heteroaryl, may contain up to two 
heteroatoms, wherein the optional substituents are independently selected 

15 from the group consisting of OH, Chalky!, C^alkoxy, NH 2 , NH-C^alkyl, 
NfC^alkylXC^alkyl), SH, S-d-ealkyl, N0 2 , CF 3 , OCF 3 and halo, and 
includes unsubstituted or substituted phenyl, furyl, thienyl, indolyl, naphthyl, 
quinolyl and the like. In embodiments of the present invention, Ar is an 
unsubstituted phenyl group or a phenyl group substituted with 1-4 substituents 

20 optionally selected from the group consisting of OH, Cvealkyl, C^alkoxy, 
NH 2t NH-C^alkyl, N(C^alkyl)(C,^alkyl), SH, S-C^alkyl, N0 2 . CF 3 , OCF 3 
and halo. In preferred embodiments, Ar is an unsubstituted phenyl group or 
phenyl group substituted with 1-2 substituents optionally selected from the 
group consisting of OH, C^alkyl, C^alkoxy, NH 2 , NH-C^alkyl, N(d. 

25 4alkyl)(C w alkyl), SH, S-C M alkyl, N0 2 , CF 3 , OCF 3 and halo. In more 
preferred embodiments, Ar is an unsubstituted phenyl group or phenyl group 
substituted with 1-2 substituents optionally selected from the group consisting 
of OH, OCH 3 , NH 2 , NHCH 3 , N(CH 3 )2. SH, SCH 3 , CF 3 . OCF 3 and halo. In the 
most preferred embodiment, Ar is selected from the group consisting of 

30 phenyl and 3,4-dihydroxyphenyl. 

The compounds of Formula II, include those in which R 6 is selected 
from the group consisting of Ar, OH and Od-ealkyl and p is 1-4. In preferred 
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embodiments, R 6 is selected from the group consisting of Ar and OH and p is 
1-2. Most preferably, when R 6 is Ar, p is 1 and when R 6 is OH, p is 2. Where 
R 6 is Ar, Ar means an unsubstituted or substituted aryl and/or heteroaryl 
group which, in the case of heteroaryl, may contain up to two heteroatoms, 
5 wherein the optional substituents are independently selected from the group 
consisting of OH, Chalky!, Ci. 6 alkoxy, NH 2> NH-C^alkyl, N(C 1 . 6 alkyl)(Ci- 
ealkyl), SH, S-Cualkyl, N0 2 , CF 3 , OCF 3 and halo, and Includes unsubstituted 
or substituted phenyl, furyl, thienyl, indolyl, naphthyl, quinolyl and the like. In 
embodiments of the present invention, Ar is an unsubstituted phenyl group or 
0 a phenyl group substituted with 1-4 substituents optionally selected from the 
group consisting of OH, Ci. 6 alkyl, C^alkoxy, NH 2 , NH-Ci. 6 alkyl, N(C t . 
ealkylXd-ealkyl), SH, S-C^alkyl, N0 2 , CF 3 , OCF 3 and halo. In preferred 
embodiments, Ar is an unsubstituted phenyl group or phenyl group substituted 
with 1-2 substituents optionally selected from the group consisting of OH, Ci. 
4 alkyl, C^alkoxy, NH 2l NH-C^alkyl, N(C^alkyl)(C w alkyl), SH, S-C^alkyl, 
N0 2 , CF 3 , OCF 3 and halo. In more preferred embodiments, Ar is an 
unsubstituted phenyl group or phenyl group substituted with 1-2 substituents 
optionally selected from the group consisting of OH, OCH 3 , NH 2 , NHCH 3 , 
I^KCHsk SH, SCH 3 , CF 3 , OCF 3 and halo. In the most preferred embodiment, 
Ar is selected from the group consisting of phenyl and 3>4-dihydroxyphenyl. 

Compounds of Formula II, further include those, in which X is selected 
from O and S. In preferred embodiments, X is O. 

The present invention also provides a compound of Formula III and 
salts, solvates and hydrates thereof: 
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R 1 and R 2 are each independently selected from the group consisting of H, 
OH, d-ealkyl, Ci^alkoxy, NH 2 , NH-C^alkyl, N<Ci^aIkyi)(Ci«alkyl), SH,' 
S-d-ealkyl, O-SKCi-ealkYOCCi^alkylKC^alkyl), N0 2 , CF 3 , OCF 3 and halo; 
R 3 is selected from the group consisting of H, OH, Ct^alkyl, d-ealkoxy, NH 2| 
5 NH-C^alkyl, N(C^alkyl)(Ci^alkyl), SH, S-d-ealkyl, 

0-Si(Ci*alkyl)(Ci^a!kyl)(C 1 ^alkyl), N0 2 , halo and CH 2 -S-(CH 2 ) n Ar; 
Ar is an aromatic or heteroaromatic group, unsubstituted or substituted with 1- 
4 substituents, independently selected from the group consisting of OH, 
d-ealkyl, d-ealkoxy, NH 2 , NH-d-ealkyl, N(Ci^alkyO(Gi-6alkyl), SH, 
10 S-Ci^aIkyl, N0 2l CF 3 , OCF 3 and halo; 

R 7 is selected from the group consisting of OH, NH 2 and Od-ealkyl; 
X is selected from O and S; and 
n is 0-4. 

In embodiments of the invention, compounds of Formula III are those in 

1 5 which R 1 and R 2 are each independently selected from the group consisting of 
H, OH, d-ealkyl, d-ealkoxy, NH 2 , NH-d-ealkyl, N(Ci i6 alkyl)(C 1 ^alkyl), SH, S- 
C^alkyl, O-SKC^aikyOCC^alkyOXC^alkyl), N0 2 , CF 3 , OCF 3 and halo. In 
preferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, Ci^alkyl, Ci^alkoxy, NH 2 , NH-d-4alkyl, SH, S-Cl 

20 4 alkyl, O-SKCi^alkyOCC^alkylKd^alkyl), N0 2 , CF 3 , OCF 3 and halo. In more 
perferred embodiments, R 1 and R 2 are each independently selected from the 
group consisting of H, OH, OCH 3 , O-SKCHsM'Bu), S-Me, SH and NO* In the 
most preferred embodiment of the present invention R 1 and R 2 are both OH 
or OCH 3 or R 1 is OCH 3 and R 2 is OH. 

25 In further embodiments of the present invention, the compounds of 

Formula III include those in which R 3 is selected from the group consisting of 
H, OH, Ci-ealkyl. d-ealkoxy, NH 2 , NH-d-ealkyl. N(Ci^alkyl)(Ci^alkyO. SH, S- 
d-ealkyl, 0-Si(Ci^aIkyI)(Ci^alkyl)(d-6aikyl), NO* halo and CH^CH^n Ar 
(where n is 0-4). In preferred embodiments, R 3 is selected from the group 

30 consisting of H, OH, C^alkyl, C^alkoxy, NH 2 , NH-C^alkyl, N(Ci^alkyl)(Ci- 
4 alkyl), SH, S-d^alkyl, N0 2 and halo. In a more preferred embodiment, R 3 is 
selected from the group consisting of H, OH, OCH 3 , SH, SMe, NCfe and halo. 
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In the most preferred embodment, R 3 is selected from the group consisting of 
H,OHandOCH 3 . 

The present invention further includes compounds of Formula 111 
wherein the term "Ar" means an unsubstituted or substituted aryl and/or 

5 heteroaryl group which, in the case of heteroaryl, may contain up to two 
heteroatoms, Wherein the optional substituents are independently selected 
from the group consisting of OH, Ci. 6 alkyl, Ci^alkoxy, NH 2 , NH-Ci^alkyl, 
N(Ci^alkyl)(Ci^alkyi), SH, S-Ci- 6 alkyl, N0 2 , CF 3 , OCF 3 and halo, and 
includes unsubstituted or substituted phenyl, furyl, thienyl, indolyl, naphthyl, 

10 quinolyl and the like. In embodiments of the present invention, Ar is an 
unsubstituted phenyl group or a phenyl group substituted with 1-4 
substituents optionally selected from the group consisting of OH, C^alkyl, Ct. 
ealkoxy. NH 2 , NH-C^alkyl, N(C^alkyl)(Ci^alkyl), SH, S-C^alkyl, N0 2 , CF 3 , 
OCF 3 and halo. In preferred embodiments, Ar is an unsubstituted phenyl 

15 group or phenyl group substituted with 1-2 substituents optionally selected 
from the group consisting of OH, Chalky!, CMalkoxy, NH 2t NH-Ci-4alkyl, 
N(Ci^alkyl)(Ci-4alkyl), SH, S-C^alkyl, N0 2 , CF 3 , OCF 3 and halo. In more 
preferred embodiments, Ar is an unsubstituted phenyl group or phenyl group 
substituted with 1-2 substituents optionally selected from the group consisting 

20 of OH, OCH 3 , NH 2 , NHCH 3 , N(CH 3 ) 2 , SH, SCH 3 , CF 3 , OCF 3 and halo. In the 
most preferred embodiment, Ar is selected from the group consisting of 
phenyl and 3,4-dihydroxyphenyl. 

Compounds of Formula III further include those in which R 7 is selected 
from the group consisting of OH, NH 2 and OCi- 6 alkyl. In preferred 

25 embodiments, R 7 is selected from the group consisting of OH and NH 2 . 

Compounds of Formula III, further include those in which X is selected 
from O and S. In preferred embodiments, X is O. 

In specific embodiments of the present invention, the compounds of the 
invention include: 

30 ^E,E?-2-(benzylamido)-3-styryiacrylonitrile(CR1); 

(^^^-(benzylamidoJ-S-ta.^dimethoxystyryOacrylonitrile (CR2J; . 
f£,£}-2-(benzylamido)-3-(3,5-dimethoxy-4-hydroxystyry0acrylonitrile (CR3); 



1 -19- 
(F,^2-(banzylamidp^(3^<^ (CR4); 
/£3-2-(phenylet^^ (GR5); 
(53-2Kptenylethy!arj^^^ 
(CR8); ^ 
s (E,3-2^henylpropyl^do)^ 

(CR9); f 
Y£,^2^,4-cflhydfDxy|jen^ 
bydroxystyry1)acfylortftjlfe (CR1 1); 

|E,^2-thlc»!»tamido^(3.5^meth^ (CR12); 

(E, ^2-carboxj^3,5^Imethaxy^hydro^ (CR14); 

fe^-2^rbom<^oxy^3,&^lmet^^ 
(/5^-2-acetamldo-3^3,s|^ 

|H,^2*ac©tamido^3|^ 
15 f^^^enzytemWo}^[S^ble(t-b^ 
(CR18); y 

|E,Q-2-{3 ,4-dlhydro*ybjbft?y!amklo)^^ (C1*1 9); 

(E,^2H3,4-^ydroxyb;iin^amWo)-3-I3,4-bl8(h 

butyJdknethyl»nytcotysty^O)acfylonitri|a (CR20)j 
20 te^^3,4^Ihydroxyb^rw^lamido)^te^ 

(CR21); J 

(E,^2K^thanotemkJQjj&^3,5^ 

(CR24): i| 

f£#-2-(ben^amIdo)^#4nnitro8ty^^ 
25 ^^-2^ > 4Kjjhydroxyb(jii^atato^ an d 

(£^-2^1-amino-2,2^I^noethenyD-3^ (CR2B). 

Jn preferred embjjralmente of the present Invention, the compounds of 

the invention Include j 

(^^^^en^mido)-34tyryfacrylonltrfle(CR1): 
so (£,^-2-(benzytemldo)^|3»4^Imetho^ (C&2)\ 

(E, ^2-(bertrylamtdo)-3||,5^lmetto^ (CR3); 

<£,^-2-(beru^lamldo)-3|l,4^lhydrto (CR4); 

RECTIFIED SHEET (RULE 91) 
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<E < E>2-(phenyle%lamido)-3-(3,4-dimethoxystyryl)acrylonitrile (CR5); 
(E, E)-2-(phenylpropylamido)-3-(3,5Hjimethoxy-4-hydroxystyryl)acrylonitrjIe 
(CR9); 

rE;£>2-(3 ( 4-dihydroxyben2ylamido)-3-(3 l 5-dimethoxy-4- 
5 hydroxystyryl)acrylpnltrile (CR1 1); 

rE,E>2-thioacetamido-3-(3,5-dimethoxy^hydroxystyryl)ac[ylon'rtr)le (CR12); 

fE,E>2-acetamido-3-(3,5^imethoxy-4-hydroxystyryl)acrylonitrile(CR13); 

(E, EJ-2-carboxy-3-(3,5KJimethoxy-4-hydroxystyryl)acrylonitriIe (CR1 4); 

fE,E;-2-carbomethoxy-3-(3,5-dimethoxy-4-hydroxystyryl)acrylonitrile (CR1 5); 
0 ^E,E>2-acetamido-3-(3,4-dihydroxystyry0acrylonitrile (CR17); 

(E,E)-2-(3,4 dihydroxybenzylamido)-3-styrylac[ylonitriIe (CR19); 

(E,Ej-2-(3,4 dihydroxybenzylamido)-3-(3,4-dihydroxystyry0acrylonitrile 

(CR21); and 

rE,E;-2-(^thanolamido)-3-(3,5-dimethoxy-4-hydroxystyryl)acrylonitrile 
5 (CR24). 

In more preferred embodiments of the present invention* the 
compounds of the invention include: 

/E,E;-2-(benzylamido)-3-(3,4-dihydroxystyryl)acry!onitrile (CR4); 
(E,E;-2-(3,4-dihydroxybenzylamido)-3-(3,5-dimethoxy-4- 
0 hydroxystyryl)acrylonitrile (CR11); 

(E,E;-2-acetamido-3-(3,4-dihydroxystyry0acrylonitrile(CR17); 
(E,E)-2~(3,4 dihydroxybenzylamido)-3-styrylacrylonitrile (CR1 9); 
(E,E>2-(3,4 dihydroxybenzylamido)-3-(3,4-dihydroxystyryl)acryl6nitrile 
(CR21); and 

5 rE,E>2-(p^thanolamido)-3-(3,5-dimethoxy-4-hydroxystyryl)acrylohitrile 
(CR24). 

The present invention includes within its scope, prodrugs of the 
compounds of the invention. In general, such prodrugs will be functional 
derivatives of a compound of the invention which are readily convertible In 
0 vivo into the compound from which it is notionally derived. Conventional 
procedures for the selection and preparation of suitable prodrugs are 
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described, for example, in "Design of Prodrugs" ed. H. Bundgaard, Elsevier, 
1985. 

Some of the compounds of the invention may have at least one 
asymmetric center. Where the compounds according to the invention have 
5 one asymmetric center, the may exist as enantiomers. Where the 
compounds of the invention possess two or more asymmetric centers, they, 
may additionally exist as diastereomers. It is to be understood that all such 
isomers and mixtures thereof in any proportion are encompassed within the 
scope of the present invention. 
10 The present invention includes radiolabeled forms of compounds of the 

invention, for example, compounds of the invention labeled by incorporation 
within the structure 3 H or 14 C or a radioactive halogen such as 125 l. 

The compounds of the invention may, for example, be derived from an 
activated cinnamyl compound and an activated cyano-substituted methylene 
15 compound. A person skilled in the art, therefore, may wish to provide a 
generic name for the compounds of the invention based on the cinnamyl 
moiety. However, generic nomenclature based on the formed acylonitrile 
moiety, for example, styryl acrylonitrile, would be more proper. 
"I- Methods o f Preparing Compounds of the Invention 
20 In accordance with another aspect of the present invention, the 

compounds of the invention can be prepared by processes analogous to 
those established in the art Therefore, compounds of this invention may be 
prepared by the reaction sequence shown in Scheme 1: 



Scheme 1 




Compounds of the general Formulae I, II and/or III useful in the 
practice of this invention can be prepared by Knoevenagel condensation of 
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a.p'-unsaturated aldehydes, such as cinnamaldehyde or its various aryl- 
substituted homologues (IV), with a eompound having active a-methylene 
group (V). Similar Knoevenagel condensations using ylidenemalononitriles as 
active a-methylene group components were described in a review (F. 
5 Freeman. Chem. Rev. 1980, V: 80, P. 329-350). For example, these 
condensations may be carried out in a polar solvent, such as ethanol, in the 
presence of catalytic amounts of a weak base, such as (3-alanine. Reaction 
temperatures may be in the range of 20 to 100°C, depending on the stability 
of the materials used in the condensation. 

10 Compounds of Formulae IV and/or V may be commercially available, 

such as cinnamaldehyde, and its 3,5-dimethoxy-4-hydroxy derivative. Other 
compounds of Formulae IV and/or V may be prepared using straightforward 
procedures. For example, various R 1 , R 2 , R 3 -hydroxy substituted 
cinnamaldehydes can be prepared from the corresponding commercially 

15 available aryl substituted cinnamic acids. Scheme 2 gives an example of the 
preparation of protected 3,4-dihydroxycinnamaldehyde (IVa) starting from 3,4- 
dihydroxycinnamic acid (VI). At the f end of the reaction sequence, the 
protection groups can be removed using standard methods well known to 
those having skill in the art. 

20 

Scheme 2 

1. MaOH,H+ 

2. DIBAL, THF, -40 e C 
ZD.^rv^^COOH 3. PftHzCrzOy, CH 2 Cl2 ZO^^^-^CHO 

ZO-^J' (VI) ZO-^^ OVa) 

Z = Me, tBDMS 

25 

R 1 , R 2 , R 3 substituents may be also converted from one functional 
group to another, for example by known reduction of n'rtro groups into amino 
groups and the further transformation into dialkylamino groups, or by known 
conversion of hydroxy groups to halo groups. 
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a-Cyano amides with a reactive methylene group (Va) may be 
obtained, for example, as described in A. Gazitet.al. J. Med. Chem., 1991, V. 
34, P. 1896-1907. For example, by heating methyl cyanoacetate (VII) and an 
appropriate commercially available amine (VIII) up to 100°C without presence 
5 of a solvent for 12-15 h followed by vacuum distillation directly from the 
mixture (for example using a Kugelrohr apparatus), the desired products may 
be obtained (Scheme 3). 

Scheme 3 

H 2 N-RS (Vlli), lOO'C ^CONHRS 

CN M 

In some cases the chemistries outlined above may have to be 
modified, for instance by use of protective groups, to prevent side reactions 
due to reactive groups, such as reactive groups attached as substituents. 
15 This may be achieved by means of conventional protecting groups, for 
example as described in "Protective Groups in Organic Chemistry" McOmie, 
J.F.W. Ed., Plenum Press, 1973 and in Greene, T.W. and Wuts, P.G.M., 
"Protective Groups in Organic Synthesis", John Wiley & Sons, 1991. 

The formation of a desired compound salt is achieved using standard 
20 techniques. For example, the neutral compound is treated with an acid or 
base in a suitable solvent and the formed salt is isolated by filtration, 
extraction or any other suitable method. 

The formation of solvates of the compounds of the invention will vary 
depending on the compound and the solvate. In general, solvates are formed 
25 by dissolving the compound in the appropriate solvent and isolating the 
solvate by cooling or using an antisolvent The solvate is typically dried or 
azeotroped under ambient conditions. 

Prodrugs of the compounds of the invention may be conventional 
esters formed with available hydroxy, amino or carboxyl group. For example, 
30 when R\ R 2 or R 3 is OH in a compound of Formulae I, II and/or III, it may be 
acylated using an activated acid in the presence of a base, and optionally, in 
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inert solvent (e.g. an acid chloride in pyridine). Some common esters which 
have been utilized as prodrugs are phenyl esters, aliphatic (CB-C24) esters, 
acyloxymethyl esters, carbamates and amino acid esters. 

A radiolabeled compound of the invention may be prepared using 
5 standard methods known in the art. For example, tritium may be incorporated 
into a compound of the invention using standard techniques, for example by 
hydrogenation of a suitable precursor to a compound of the invention using 
tritium gas and a catalyst. Alternatively, a compound of the invention 
containing radioactive iodo may be prepared from the corresponding trialkyltin 

10 (suitably trimethyltin) derivative using standard iodination conditions, such as 
[ 125 l] sodium iodide in the presence of chloramine-T in a suitable solvent, such 
as dimethylformamide. The trialkyltin compound may be prepared from the 
corresponding non-radioactive halo, suitably iodo, compound using standard 
palladium-catalyzed stannylation conditions, for example hexamethylditin in 

15 the presence of tetrakis(triphenylphosphine) palladium (0) in an inert solvent, 
such as dioxane, and at elevated temperatures, suitably 50-1 00°C. 
IV. Uses 

As hereinbefore mentioned, the inventors have prepared novel 
compounds of the Formulae I, II and III. Accordingly, the present invention 

20 includes all uses Of the compounds of the invention including their use in 
therapeutic methods and compositions for modulating cell proliferation, their 
use in diagnostic assays and their use as research tools. 

In one aspect, the present invention provides a method for modulating 
cell proliferation comprising administering an effective amount of a compound 

25 of the invention to a cell or animal in need thereof. Preferably, the invention 
provides a method of inhibiting cell proliferation comprising administering an 
effective amount of a compound of the invention to a cell or animal in need 
thereof. In particular, the method of the invention is useful in inhibiting the 
proliferation of abnormal but not normal cells. Abnormal cells include any 

30 type of cell that is causative of or involved in a disease or condition and 
wherein it is desirable to modulate or inhibit the proliferation of the abnormal 
cell to treat the disease or condition. Examples of abnormal cells include 
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25 In a preferred ar^odlment, the preaent invention provides a mathod of 

inhibiting the proliferation of a cancer call comprising administering an 
effective amount of a compound selected from the group of compounds: 
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s One skilled in Kieart can determine which compounds of the invention 

*5 would have therapeutllp utUity, for example, in inhibiting cell proliferation In any 

- type of cancer or cell {ftoltferatlve disorder. Compound* may be examined for 

their efficacy In InhlbftfM cell growth in cell proliferation assays such as those 
described herein )n E&mplea 35-56. Accordingly, the methods, uses and 
10 compositions of the indention are meant to include .only those compounds 
having the desired afreet 

The ability of the compounds of the invention to Inhibit the growth of 
cancer cells, In particular hematopoette cell malignancies, Iff vitro and in vivo 
was examined. Several of the compounds tested were found to eliminate 
1 6 cancerous cell growth ijji culture at eub-mlcro-molar doses. In particular, CR4, 
CR11 and CR19 weroijmund to be highly effective against a variety of cafl 
types, such as Acutjk Lymphoblastic Leukemia* Philadelphia positive 
Leukemie and Acute Myeloid Leukemia, Low nanomolar doses of both. CR4 
and CR19 were blghlyjtoxle to cancer cells, while normal cell growth and 
20 differentiation were unaffected. These afreets were obtained by long term 
exposure to low levelajjof the compounds, Aocordlngty, in one aspect, this 
invention provides a method of Inhibiting the pranteralion of a hematopoietic 
cancer cell by administering an effective amount of a compound of the 
Invention, preferably, qR4 or CR11 or CR19, to a cell or animal In need 
25 thereof. ,{j 

It has been de&rmined that the compound CR4 la capable of 
effectively killing huma|£phqadelphia positive acute lymphoblastic leukemia 
calls in vfvo t using a marine model. CR4 efficiently reduced tumor load end 
infiltration of the organ? by the ALL cells. The doses required to eliminate 
so cancer cell growth do not result In detectable non-specific damage to the 
animal. r 
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(E,E?-2-(3,4 dihydroxybenzylamidoJ-S^S^-dihydroxystyrylJacrylonitrile 
(CR21);and • 

/H,^-2-(^thanolamido>3-(3,5^imethoxyr4-hydroxystyryl)acrylonrtri!e 
{CR24). 

5 One skilled in the art can determine which compounds of the invention 

would have therapeutic utility, for. example, in inhibiting cell proliferation in any 
type of cancer or cell proliferative disorder. Compounds may be examined for 
their efficacy in inhibiting cell growth in cell proliferation assays such as those 
described herein in Examples 35-56. Accordingly, the methods, uses and 

10 compositions of the invention are meant to Include onlylhose compounds 
having the desired effect. 

The ability of the compounds of the invention to inhibit the growth of 
cancer cells, in particular hematopoetic cell malignancies, in vitro and in vivo 
was examined. Several of the compounds tested were found to eliminate 

15 cancerous cell growth in culture at sub-micro-molar doses. In particular, CR4, 
GR11 and CR19 were found to be highly effective against a variety of cell 
types, such as Acute Lymphoblastic Leukemia, Philadelphia positive 
Leukemia and Acute Myeloid Leukemia. Low nanomolar doses of both CR4 
and CR19 were highly toxic to cancer cells, while normal cell growth and 

20 differentiation were unaffected. These effects were obtained by long term 
exposure to low levels of the compounds. Accordingly, in one aspect, this 
invention provides a method of inhibiting the proliferation of a hematopoietic 
cancer cell by administering an effective amount of a compound of the 
invention, preferably, CR4 or CR11 or CR19, to a cell or animal in need 

25 thereof. 

It has been determined that the compound CR4 is capable of 
effectively killing human Philadelphia positive acute lymphoblastic leukemia 
cells in vivo, using a murine model. CR4 efficiently reduced tumor load and 
infiltration of the organs by the ALL cells. The doses required to eliminate 
30 cancer cell growth do not result in detectable non-specific damage to the 
animal.. 



WO 01/791SS 



CA 02406160 2002-10-11 



PCT/CA0iyOOSl6 



-28- 

It has also been determined that the compounds of the invention, such 
as CR4 and CR11, are effective as ex vivo purging agents. For ex vivo 
administration, bone marrow cells may be removed from a patient with cancer 
and purged ex vivo with a compound of the invention. Such a purging will kill 
5 the tumor cells while leaving the normal bone marrow cells intact. After 
purging, the cells can be washed and reintroduced into the patient 

During ex vivo purging assays the cells were exposed to relatively high 
doses of the compounds (50nM-1 OOfiM) for short (1-24 hours) periods of time, 
resulting in the elimination of cancer cell growth, while normal bone marrow 

1 0 cells exposed to the same doses over the same period of time were relatively 
unaffected. Cancer cell death was effected by the induction of apoptosis. 
Accordingly, in another aspect of the invention, there is provided a method for 
killing cancer cells by ex vivo treatment of bone marrow from a patient with 
cancer with a compound of the invention, preferably CR4 and CR1 1 and then 

1 5 re-introducing the treated (or purged) bone marrow into the patient 

In addition to cancer, the compounds of the invention are useful in 
treating other conditions involving aberrant or abnormal cell proliferation. 
Other cell proliferative disorders that may be treated by the present invention 
include inflammatory diseases, allergies, autoimmune disease, graft rejection 

20 psoriasis, restenosis, artherosclerosis, and any other disorder wherein it is 
desirable to inhibit, prevent or suppress cell growth. Compounds of the 
invention may be tested for their efficacy in a particular cell proliferation 
disorder using assays and techniques known to those of skill in the art. For 
example, the following references provide assays for various conditions. 

25 Rheumatoid Arthritis: "Regulation of IL-15 - Simulated TNF-alpha Production 
by Rolipram", Journal of Immunology (1999) volume 163 page 8236 by C. S. 
Kasyapa et al. Allergy: "A novel Lyn-Binding Peptide Inhibitor Blocks 
Eosinophil Differentiation, Survival, and Airway eosinophilic inflammation". 
Journal of Immunology (1999) volume 163 page 939 by T. Adachi et al. 

30 Psoriasis: Journal of Immunology (2000) volume 165 page 224 "Inhibition of 
Keratinocyte apoptosis by IL-15: a new paramete in the pathegenosis of 
psoriasis" by R. Uchert (there is an umlatt over the U). Psoriasis: 
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International Archives of allergy and Immunology (2000) Volume 123 page 
275. "T-cell receptor mimic peptides and their potential application in T-cell 
mediated disease" by A. H. Enk. 

The compounds of the invention are tyrosine kinase modulators and are 
5 useful in modulating tyrosine kinase activity, including the inhibition of 
tyrosine kinase activity, for the treatment of various conditions such as all 
proliferative disorders as mentioned above. Accordingly, the invention 
provides a method of modulating tyrosine kinase activity by administering an 
effective amount of a compound of the invention to a cell or animal in need 
10 thereof. In a further aspect, the invention provides a method of inhibiting 
tyrosine kinase activity by administering an effective amount of a compound 
of the invention to a cell or animal in need thereof. 

While the compounds of the invention may act by inhibiting tyrosine 
kinase activity, one of skill in the art will appreciate that other modes or 
1 5 mechanisms of action for the compounds of the invention are possible. 

The compounds of the invention are preferably formulated into 
pharmaceutical compositions for administration to human subjects in a 
biologically compatible form suitable for administration in vivo. Accordingly, in 
another aspect, the present invention provides a pharmaceutical composition 
20 comprising a compound of the invention in admixture with a suitable diluent or 
carrier. 

The compositions containing the compounds of the invention can be 
prepared by known methods for the preparation of pharmaceutical^ 
acceptable compositions which can be administered to subjects, such that an 

25 effective quantity of the active substance is combined in a mixture with a 
pharmaceutical^ acceptable vehicle. Suitable vehicles are described, for 
example, in Remington's Pharmaceutical Sciences (Remington's 
Pharmaceutical Sciences, Mack Publishing Company, Easton, Pa., USA 
1985). On this basis, the compositions include, albeit not exclusively, 

30 solutions of the substances in association with one or more pharmaceutically 
acceptable vehicles or diluents, and contained in buffered solutions with a 
suitable pH and iso-osmotic with the physiological fluids. 
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The compounds of this invention may be used in the form of the free 
base, in the form of salts, solvates and as hydrates. All forms are within the 
scope of the invention. Acid addition salts may be formed and provide a more 
convenient form for use; in practice, use of the salt form inherently amounts to 
5 use of the base form. The acids which can be used to prepare the- acid 
addition salts include preferably those which produce, when combined with 
the free base, pharmaceutically acceptable salts, that is, salts whose anions 
are non-toxic to the animal organism in pharmaceutical doses of the salts, so 
that the beneficial properties inherent in the free base are not vitiated by side 

10 effects ascribable to the anions. Although pharmaceutically acceptable salts 
of the basic compounds are preferred, all acid addition salts are useful as 
sources of the free base form even if the particular salt per se is desired only 
as an intermediate product as, for example, when the salt is formed only for 
the purposes of purification and identification, or when it is used as an 

1 5 intermediate in preparing a pharmaceutically acceptable salt by ion exchange 
procedures. 

Pharmaceutically acceptable salts within the scope of the invention 
include those derived from the following acids; mineral acids such as 
hydrochloric acid, sulfuric acid, phosphoric acid and sulfamic acid; and 

20 organic acids such as acetic acid, citric acid, lactic acid, tartaric acid, malonic 
acid, methanesuffonic acid, ethanesulfonic acid, benzenesulfonic acid, 
p-toluenesulfonic acid, cyclohexylsulfamic acid, quinic acid, and the like. 

In accordance with the methods of the invention, the described 
compounds or salts or solvates thereof may be administered to a patient in a 

25 variety of forms depending on the selected route of administration, as will be 
understood by those skilled in the art. The compositions of the invention may 
be administered orally or parenterally. Parenteral administration includes 
intravenous, intraperitoneal, subcutaneous, intramuscular, transepithelial, 
nasal, intrapulmonary, intrathecal, rectal and topical modes of administration. 

30 Parenteral administration may be by continuous infusion over a selected 
period of time. 



WQ01/79158 



CA UiJflUblbU 20U2-1U-11 



PCT/CA01/00516 



-31 - . 

A compound of the invention or a salt or solvate thereof may be orally 
administered, for example, with an inert diluent or with an assimilable edible 
carder, or it may be enclosed in hard or soft shell gelatin capsules, or it may 
be compressed into tablets, or it may be incorporated directly with the food of 
5 the diet For oral therapeutic administration, the compound of the invention 
may be incorporated with excipient and used in the form of ingestible tablets, 
buccal tablets, troches, capsules, elixirs, suspensions, syrups, wafers, and 
the like. 

A compound of the invention may also be administered parenterally or 
1 0 intraperitonealfy. Solutions of a compound of the invention as a free base or 
pharmacologically acceptable salt or solvate can be prepared in water 
suitably mixed with a surfactant such as hydroxypropylcellulose. Dispersions 
can also be prepared in glycerol, liquid polyethylene glycols, OMSO and 
mixtures thereof with or without alcohol, and in oils. Under ordinary conditions 
15 of storage and use, these preparations contain a preservative to prevent the 
growth of microorganisms. A person skilled in the art would know how to 
prepare suitable formulations. Conventional procedures and ingredients for 
the selection and preparation of suitable formulations are described, for 
example, in Remington's Pharmaceutical Sciences (1990 - 18th edition) and 
20 in The United States Pharmacopeia: The National Formulary (USP 24 NF19) 
published in 1999. _ 

The pharmaceutical forms suitable for injectable use include sterile 
aqueous solutions or dispersion and sterile powders for the extemporaneous 
preparation of sterile injectable solutions or dispersions. In all cases the form 
25 must be sterile and must be fluid to the extent that easy syringability exists. 

The compounds of the invention may be administered to an animal 
alone or in combination with pharmaceutical^ acceptable earners, as noted 
above, the proportion of which is determined by the solubility and chemical 
nature of the compound, chosen route of administration and standard 
30 pharmaceutical practice. 

The dosage of the compounds and/or compositions of the invention can 
vary depending on many factors such as the pharmacodynamic properties of 
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the compound, the mode of administration, the age, health and weight of the 
recipient, the nature and extent of the symptoms, the frequency" of the 
treatment and the type of concurrent treatment, if any, and the clearance rate 
of the compound in the animal to be treated. One of skill in the art can 
5 determine the appropriate dosage based on the above factors. The 
compounds of the invention may. be administered initially in a suitable dosage 
that may be adjusted as required, depending on the clinical response. As an 
example, the compounds of the invention can be administered in a range 
from about 1 nanomolar to about 1 00 micromolar, preferably 50 nanomolar to 
1 0 50 micromolar. For ex vivo treatment of cells over a short period, for example 
for 30 minutes to 1 hour or longer, higher doses of compound may be used 
than for Jong term in vivo therapy; for example, concentrations of 50|iM or 
. higher may be used. 

The present invention also includes a use of a compound or 
1 5 composition of the invention in order to inhibit cell proliferation, preferably 
cancer cell proliferation. The present invention further includes a use of a 
compound or a composition of the invention to prepare a medicament to 
inhibit cell proliferation, preferably cancer cell proliferation. 

The compounds of the invention can be used alone or in combination 
20 with other agents that modulate tyrosine kinase activity or in combination with 
other types of treatment (which may or may not modulate tyrosine kinase 
activity) for cell proliferative disorders. Agents known in the art that inhibit 
tyrosine kinase activity include, but are not limited to, antisense nucleic acid 
and ribozymes targeted to nucleic acid encoding a receptor tyrosine kinase, 
25 antibodies able to modulate tyrosine kinase activity and other small molecule 
tyrosine kinase inhibitors such as those described in US 5,891,917, US 
5,217,999, US 5,773,476, US 5,935,993, US 5,656,655, US 5,677,329 and 
US 5,789,427. There are various examples of other types of treatment for cell 
proliferative disorders currently used to treat different types of cancers. The 
to general treatments are based on the cancer type and do not specifically target 
tyrosine kinase activity. In a particular aspect of the present invention, the 
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compounds of the invention may be used in combination with other therapies 
and therapeutics to treatteukemia. ■ 

In addition to the above-mentioned therapeutic uses, the compounds of 
the invention are also useful in diagnostic assays, screening assays and as 
5 research tools. 

In diagnostic assays the compounds of the invention may be useful in 
identifying or detecting a cell proliferative disorder. In such an embodiment, 
the compounds of the invention may be radiolabeled (as hereinbefore 
described) and contacted with a population of cells. The presence of the 

10 radiolabelled on the cells may indicate a cell proliferative disorder. In a 
specific embodiment, the radiolabelled compounds of the invention may be 
used to detect the presence of cells expressing a bcr-abl fusion protein. 

In screening assays, the compounds of the invention may be used to 
identify other compounds that modulate cell proliferation or tyrosine kinase 

15 activity. As research tools, the compounds of the invention may be used in 
receptor binding assays and assays to study the localization of tyrosine 
kinases. In such assays, the compounds may also be radiolabelled. 

The following non-limiting examples are. illustrative of the present 
invention: 

20 EXAMPLES 

Materials and Methods For Examples 1-34 - 

1 H NMR spectra were obtained on a Varian Unity Plus spectrometer 
(USA) at 500 MHz with tetramethylsilane (TMS, Me 4 Si) as an internal 
standard (5=0). Electrospray mass spectra were recorded on an API III Plus 

25 triple quadrupole mass spectrometer (USA), with a direct introduction of the 
samples into the ionization source. Thin layer chromatography was performed 
with UV-254 aluminum-backed TLC sheets of 0.25 mm thickness (Kieselgel 
60 F254, Merck, Germany). HPLC separation of the compound of Example 13 
was performed on a Waters 600 chromatograph (USA), column Nova-Pak 

30 C18 3.9 x 300 mm (Waters, USA). Vacuum distillations were done using 
Kugelrohr apparatus (Aldrich, USA) at stated temperatures of an oven. 
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3,5-Dimethoxy-4-hydroxycinnamaldehyde 1 4-hitrocinnamaldehyde, 3,4- 
dimethoxycinnamic acid, 3,4-dihydroxycinnamic acid, 3,4- 
dimethoxybenzylamine, benzylamine, phenylethylamine, phenylpropylamine, 
methyl cyanoacetate, 2-cyanothioacetamide, 2-cyanoacetamide, cyanoacetic 
acid, JJ-ethanolamine, 2-amino-1-propene-1,1,3-tricarbonitrile were purchased 
from Aldrich (USA) and were used as received. The reagents were from 
Aldrich (USA). Solvents were purchased from Caledon (Canada). 

Example 1: N-(Cyanoacetyl)3,4-dimethoxybenzy!amide (Ai) 

o 

CN H Us. JL 

OCH3 

To 3,4-dimethoxybenzylamine (2.7 ml, 18 mmol) methyl cyanoacetate 

was added (1.6 ml, 18 mmol). The reaction was heated for 14 h at 100°C. 

Cooiing gave a dark brown solid which was recrystallized from ethanol to give 

2.90 g of the product (69% yield). 
1 5 The product gave the following analytical data: 

NMR (CD 3 COCD 3 , 8, ppm): 3.62 (s, 2H, CH 2 CN), 3.78 (s, 6H, (OMe) 2 ), 4.34 

(br.s., 2H, NHCH 2 Ph), 6.84 (dd, 1H, J 1.95 and 8.1 Hz, H 6 ), 6.88 (d, 1H, J 8.1 

Hz, H 5 ), 6.93 (d, 1H, J 1.95 Hz, H 2 ), 7.80 (br.s., 1H, NH). 

MS, m/e (rel. intensity, %): 235 (19) [M+H] + , 252 (100) [M+NH^, 257 (33) 
20 [M+Naf. 



Example 2: N-(Cyanoacetyl)3,4-dlhydroxybenzylamide (A2) 




CN h 



OH 



25 To N-(cyanoacetyl)3,4-dimethoxybenzylamide (Example 1, 0.2 g, 0.85 

mmol) in 20 ml of CH 2 CI 2 boron tribromide was added under argon at -78°C 
(0.24 ml, 2.56 mmol) in 2.5 ml of CH 2 CI 2 . After 2 h the reaction was brought to 
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room temperature and stirred overnight. The reaction was cooled to 0 b C, 10 
ml of iN HCI was added, the solution was extracted with 3 x 50 ml of ethyl 
acetate, the organic phase was Washed to neutral pH, dried with MgS04, and 
taken to dryness. The residue was purified by silica gel chromatography 
5 (CHCb-MeOH, 20:1) to give a yellow solid (0.07 g,. 40% yield). The product 
gave the following analytical data: 

NMR (CD 3 COCD 3l 5, ppm): 2.83 (s, (OH) 2 ), 3.60 (s, 2H, CH 2 CN), 4.25 (br.s., 
2H, NHCH 2 Ph), 6.63 (dd, 1H, J 1.95 and 8.1 Hz, H 6 ), 6.75 (d, 1H, J 8.1 Hz, 
H 5 ), 6.79 (d, 1 H, J 1 .95 Hz, H 2 ), 7.71 (br.s., 1 H, NH). 
10 MS, m/e (rel. intensity, %): 207 (38) [M+Hf , 224 (100) [M+NH 4 r. 229 (2.6) 
[M+Na] + . 

Example 3: (E,E)-2-(3,4-Dihydroxyben2ylamido)-3-(3,5-dimethoxy-4- 
hydroxystyryl)acfyionitrile (CR11^ 

0 




To 3,5-dimethoxy-4-hydroxycinnamaldehyde (0.042 g, 0.2 mmol) and 
N-(cyanoacetyI)3,4-dihydroxybenzylamide (Example 2, 0.042 g, 0.2 mmol) in 
10 ml of ethanol 3 mg of B-alanine was added and the reaction Was refluxed 
for 6 h. Water was added and the solid was recrystallized from 5 ml of ethanol 
20 twice to give 0.06 g (75%) of a red solid. The product gave the following 
analytical data: 

NMR (CD3COCD3, 8, ppm): 2.81 (s, (OH) 3 ), 3.89 (s, 6H, (OMe) 2 ), 4.39 
(br.s., 2H, NHCH 2 Ph), 6.68 (dd, 1H, J 1.95 and 8.1 Hz, H 6 ), 6J6 (d, 1H, J 8.1 
Hz, H*), 6.86 (d, 1H, J 1.95 Hz, H 2 *), 7.07 (br.s, 2H, H 2rt ), 7.16 (dd, 1H, J 11.7 
25 and 15.1 Hz, PhCCHCGN olefinic), 7.37 (d, 1H, J 15.1 Hz, PhCH olefinic), 
7.70 (br.s., 1H, NH), 7.98 (dd, 1H, J 0.75 and 11.7 Hz, CHCN olefinic). 
MS, m/e (rel. intensity, %): 397 (100) [M+Hf, 414 (14) [M+NH 4 ] *. 
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Example 4: N-(Cyanoacetyl)benzylamide (A 3 ) 




A 

CN H 

The compound was prepared as described in Example 1 by adding 
methyl cyanoacetate (1 .3 ml, 1 4 mmol) to benzylamine (1.5 ml, 14 mmol). The 

5 compound was distilled in vacuo directly from the reaction mixture (Kugelrohr 
apparatus (Aldrich), 0.1 mm Hg, T. oven 180-190°C) to give an off-white solid 
(2.34 g, 95%). The product gave the following analytical data: 
NMR (CD 3 COCD 3 ,5, ppm): 3.39 (s, 2H, CNCH 2 ), 4.46 (d, 2H, J 5.4 Hz, 
NHCH 2 Ph), 6.40 (br.s., 1 H, NH), 7.24-7.36 (m, 5H, Ph). 

0 MS, m/e (rel. intensity, %): 1 75 (64) [M+H] + , 1 92 [M+NH 4 f. 

Examples: 3,4-Dimethoxycinnamyl alcohol (A^ 

H3CO. 




OH 



H3CO 



To a solution of 0.42 g (2.0 mmol) of 3,4-dimethoxycinnamic acid in 50 
5 ml MeOH was added SOCI 2 (50 pf) and the mixture was stirred at 60°C for 5 
h. Methanol was taken to dryness and the obtained 3,4-dimethoxycinnamic 
acid methyl ester was reduced with 1M THF solution of diisobutylaluminum 
hydride (8.0 mmol) in absolute THF (50 ml) at 20°C for 1 h. Water was added, 
the mixture was extracted with EtOAc, dried with MgS0 4 and distilled in vacuo 
i (Kugelrohr apparatus (Aldrich), 0.1 mm Hg, T. oven 185-190°C) giving an off- 
white solid, yield 0.36 g (92%), m.p. 70-71°C. The product gave the following 
analytical data: 

NMR (CD3COCD3, 5, ppm): 3.77, 3.82 (2 x s, 2 x 3H, OMe + OMe), 4.19 (d, 
2H, J 5.0 Hz, CH 2 OH), 6.25 (dt, 1H, J 5.0 and 15.5 Hz, PhCCH olefinic), 6.51 
(d, 1H, J 15.5 Hz, PhCH olefinic), 6.89 (m, 2H, H 5 * 6 ), 7.05 (br.s., 1H, H 2 ). 
MS, m/e (rel. intensity, %): 177 (100) [M-OH]+, 195 (4) [M+Hf, 212 (59) 
[M+NHJ 1 ", 217 (26) [M+NaJ*. 
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Example 6: 3,4-Dimethoxycinnamaldehyde (A7) 

H 3 CO N ^Y^ / CHO 

To a mixture of pyridinium dichromate (3.88 g, 10.3 mmol) and 4 g of 
finely grounded freshly activated molecular sieves 3A in 20 ml of CH 2 CI 2 3,4- 
5 dimethoxycinnamyl alcohol in 10 ml of CH2CI2 (Example 5, 1.00 g, 5.1 mmol) 
was added. The reaction was stirred for 2 h, 0.5 ml of methanol was added, 
the residue was passed through silica gel and washed with 300 ml of ethyl 
acetate. After evaporation the compound was purified by silica gel 
chromatography (hexane-EtOAc, 5:1) leading to a crystallizing oil (0,62 g, 
10 63%). 

The product gave the following analytical data: 

NMR (CD3COCD3, 6, ppm): 3.90 (2 x s, 2 x 3H, OCH 3 + OCH 3 ), 6.70 (dd, 1H, 
J 7.6 and 16.0 Hz, PhC=CH oiefinic), 7.05 (d, 1H, J 8.3 Hz, H 5 ), 7.28 (dd, 1H, 
J 1.4 and 8.3 Hz, H 6 ), 7.37 (d, 1H, J 1.4 Hz, H 2 ), 7.60 (d, 1H, J 16.0 Hz, PhCH 
15 oiefinic), 9.65 (d, 1H, J 7.6 Hz, CHO). 

MS, m/e (rel. intensity, %): 1 93 (1 00) [M+H]*, 21 0 (26) (M+Nmf . 

Example 7: (E,E)-2-(Benzylamido)-3-(3,4-dimethoxystyryl) acrylonitrile 
(CR2) 



20 




H3CO 

The compound was prepared as described in Example 3, by adding 
3,4-dimethoxycinnamaldehyde (Example 6, 0.04 g, 0.2 mmol) to N- 
(cyanoacetyl)benzylamide (Example 4, 0.036 g, 0.2 mmoO. After reftuxing for 
1 h and recrystallization from ethanol a yellow solid was obtained (0.045 g, 
25 62%). The product gave the following analytical data: 

NMR (CD3COCD3, 5. ppm): 3.90 (s, 2 x 3H, OMe + OMe), 4.57 (d, 2H, J < 2 
Hz, NHCH 2 Ph), 7.08 (br.s., 1H, H 2 ), 7.17 (dd, 1H, J 11.5 and 15.2 Hz, 
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PhCCHCCN olefinic), 7.23-7.42 (m, 8H, aromatic + H 5 1 H 6 + PhCH olefinic), 
7.90 (br.t, 1H, NH), 8.05 (dd, 1H, J 0.55 arid 11.5 Hz, CHCN olefinic); 

Example 8: (E,E)-2-(Benzylamido)-3-(3,4-dihydroxystyry1)acrylonitrile 
5 (CR4) - Method A 





0 








CN H 



Boron tribromide (0.033 ml, 0.34 mmol) was added to (E,E)-2- 
(behzylamido)-3-(3,4-dimethoxystyryl)acrylonitrile (Example 7, 0.04 g, 0.11 
mmol). The residue was purified by silica gel chromatography (CHCI 3 -MeOH, 
10 10:1) to give an orange solid (0.02 g, 55% yield). The product gave the 
following analytical data; 

NMR (CD 3 COCD 3 , 6, ppm): 2.86 (br.s., 2H, (OH) 2 ), 4.55 (m, 2H, NHCH 2 Ph), 
6.90-7.42 (m, 10H, Ph + Ph* + olefinic), 7.87 (br.s., 1H, NH), 8.02 (dd, 1H, J < 
0.5 and 11.4 HZi CHCN olefinic). 
15 MS, m/e (rel. intensity, %): 295 (61) [M+H-CNf, 321 (100) [M+H]*, 338 (30) 
[M+NH 4 r. 

Methyl ester of 3,4-bis(t-butyldimethylsilyloxy)cinnamic acid 

BDMSQ^^v/^COOCHs 

XT 

BDMSO 

To a solution of 3.6 g (20 mmol) of 3,4-dihydroxycinnamic acid in 300 
ml MeOH was added SOCfe (100 ul) and the mixture was stirred at 60°C for 5 
h. Methanol was taken to dryness and the obtained methyl ester was treated 
up with 10.2 g (68 mmol) of f-BuMeaSiCI and 92. g (136 mmol) of imidazole in 
25 100 ml DMF at 50°C for 0.5 h. Mixture was diluted with water and extracted 
with hexane. Hexane was taken to dryness. The residue was distilled in vacuo 
(Kugelrohr apparatus (Aldrich), 0.1 mm Hg, T. oven. 200-210°C) and 



Example 9: 
(Ae) 



20 
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crystallized from hexane at -20°C giving a white solid, yield 7.5 g (89%), m.p. 

57-58°C. The product gave the following analytical data: 

MS, m/e (rel. intensity, %): 423 (100) [M+Hf , 440 (98) [WI+NH4]*. 

5 Example 10: 3,4-Bis(t-butyIdimethylsilyloxyjclnnamyl alcohol (As) 



1.0 mmol) with 1M THF solution of diisobutylaluminum hydride (4.0 mmol) in 
10 absolute THF (25 ml) at 20°C for 1 h. After distilling in vacuo (Kugelrohr 
apparatus (Aldrich), 0.1 mm Hg, T. oven 185-200°C) a white viscous oil was 
obtained, yield 0.33 g (85%). The product gave the following analytical data: 
NMR (CD 3 COCD 3 , 6, ppm): 0.23, 0.24 (2 x s, 2 x 6H, MezSi + MezSi), 1.00, 
1.02 (2 x s, 2 x 9H, f-BuSi + f-BuSi), 4.19 (d, 2H, J 4.9 Hz, CH 2 OH), 6.22 (dt, 
15 1H, J 4.9 and 16.0 Hz, PhCCH olefinic), 6.49 (d,1H, J 16.0 Hz, PhCH 
olefmtc), 6.85 (d, 1H, J 8.2 Hz, H 5 ), 6.92 (dd, 1H, J 2.1 and 8.2 Hz, H 6 ), 6.97 
(d,1H, J 2.1 Hz, H 2 ). 

MS, m/e (rel. intensity, %): 377 (100) [M-OH]*, 395 (2) [M+H] + , 412 (15) 
[M+NHjf. 

20 

Example 11: 3,4-Bis(t-butyldimethyIsilyloxy)cinnamaldehyde (Aio) 



The compound was prepared as described in Example 6 by adding 
3,4-bis(f-butyldimethylsilyloxy)cinnamyl alcohol (Example 10, 02 g, 0.5 mmol) 
25 in 5 ml of CH2CI2 to a mixture of pyridinium dichromate (0.38 g, 1 mmol) and 1 
g molecular sieves 3A in 20 ml of CHzCk.The residue was passed through 
silica gel and washed with 300 ml of EtOAc-hexane, 1:1. After evaporation the 




The compound was prepared as described in Example 5 by treating of 
3,4-dihydroxycinnamic acid bis(BDMS) ether methyl ester (Example 9, 0.42 g, 




BDMSO' 
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compound was purified by silica gel chromatography (hexane-EtOAc, 5:1) 
leading to an oil (0.15 g, 76%). The product gave the following analytical data: 
NMR (CD3COCD3, 6, ppm): 0.26 and 0.28 (2 x s, 2 x 6H, MeaSi + MezSi), 
101 and 1.02 (2 x s, 2 x 9H, f-BuSi + f-BuSi), 6.60 (dd, 1H, J 7.7 and 15.9 
5 Hz, PhCCH olefinic), 7.01 (dd, 1H, J < 0.5 and 8.9 Hz, H 6 ), 7.27 (m, 2H, H 245 ), 
7.60 (d, 1H, J 15.9 Hz, PhCH olefinic), 9.65 (d, 1H, J 7.7 Hz, CHO). 
MS, m/e (rel. intensity, %): 367 (3) [M+H-CNf , 393 (100) [M+HJ*. 410 (10) 
[M+NH 4 ] + . 

10 Example 12: (E,E)-2-(Benzylamido)-3-(3,4-bis(t- 
butyldimethyIsilyloxystyryl))acrylonitrile (CR18) 

O 



BDMSO. 
BDMSO' 




The compound was prepared as described in Example 3 by adding 
15 3,4-bis(f-butyldimethylsilyloxy)cinnamaldehyde (Example 11, 0.100 g, 0.26 
mmol) to N-(cyanoacetyl)benzylamide (Example 4, 0.044 g, 0.26 mmol. After 
refluxing for 2.5 h purification by silica gel chromatography (hexane-EtOAc, 
1 5:1 ) provided a yellow solid (0.090 g, 64%). The product gave the following 
analytical data: 

20 NMR (CD3COCD3, 5, ppm): 0.24 and 0.25 (2 x s, 2 x 6H, MeaSi + MeaSi), 
1.01 and 1.02 (2 x s, 2 x 9H, f-BuSi + f-BuSi), 4.55 (br.s., 2H, NHCH 2 Ph), 
7.00 (d, 1H, J 8.5 Hz, H 4 ), 7.12 (dd, 1H, J 11.7 and 15.6 Hz, PhCCHCCN 
olefinic), 7.24-7.43 (m, 8H, aromatic and olefinic protons), 7.93 (br.s., 1H, 
NH), 8.02 (dd, 1H, J < 0.5 and 11.7 Hz, CHCN olefinic). 

25 MS, m/e (rel. intensity, %): 523 (30) [M+H-CNf, 540 (24) [M+NH4-CN]*, 549 
. (89)[M+Hf,566(100)[M+NH 4 r. 

Example 13: (E,E)-2-( Benzylamido)-3-(3,4-dihydroxystyryl)acrylonitrile 
(CR4) - Method B 
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(E,E)-2-Ben2ylamido-3-[3,4-bis^butyldimethylsilyloxystyryl)] 
aery Ion itrile {Example 12, 0.028 g, 0.052 mmol) was treated with 60 ul of a 1M 
THE solution of tetra-n-butylammonium fluoride in 2 ml of dry THE for 0.5 h at 
5 20°C. After evaporation the compound was dissolved in 5 ml of chloroform- 
methanol, 20:1, passed through silica gel and washed with chloroform- 
methanol, 20:1. The residue was purified by HPLC chromatography (MeCN- 
H 2 0, 60:40, UV detection at 340 nm) leading to an orange solid (0.010 g, 
62%). The analytical data were identical to the compound prepared as 
10 described in Example 8. . . v. 

Example 14: (E,E)-2-(3,4 DihydroxybenzyIamido)-3-styrylacrylonitrile 
(CR19) 



o 




15 The compound was prepared as described in Example 3 by adding 

cinnamaldehyde (0.018 ml, 0.14 mmol) to N-(cyanoacetyl)3,4- 
dihydroxybenzylamide (Example 2, 0.03 g, 0.14 mmol). After refluxing for 2 h 
and recrystallization from ethanol, a yellow solid was obtained (0.027 g, 59%). 
The product gave the following analytical data: 

20 NMR (CD 3 COCD 3 ,8, ppm): 2.82 (br.s., 2H, (OH) 2 ), 4.39 (br.s., 2H, 
NHCH 2 Ph), 6.70 (dd, 1H, J 1.9 and 8.2 Hz, H 6 *), 6.76 (d, 1H, J 8.2 Hz, H 5 ), 
6.87 (d, 1H, J 1.9 Hz, H 2 ), 7.30 (dd, 1H, J 11.3 and 15.7 Hz. PhCCHCCN 
olefinic), 7.47 and 7.73 (2 x m, 6H, aromatic protons and PhCH olefinic), 7.82 
(br.s., 1H, NH), 8.04 (dd, 1H, J < 0.5 and 11.3 Hz, CHCN olefinic). 

25 MS, m/e(rel. intensity, %):321 (100) IM+H] 4 , 338 (65) [M+NH 4 r. 
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Example 15: (E,E)-2-(3,4 Dihydroxybenzylami^b)-3-[3,4-bis(t- 
buty1dimethylsilyloxystyi7l)]acfy|onitrile (CR20) 

Q 

6 DM80. 
BDMSO 

The compound was prepared as described in Example 3 by adding 
5 3,4-bis(f-butyldimethylsilyloxy)cinnamaldehyde (Example 11, 0.015 g, 0.038 
mmol) to N-(cyanoacetyl)3,4-dihydroxybenzylamide (Example 2, 0.0079 g, 
0.038 mmol). After refluxing for 2 h and recrystallization from ethanol a yellow 
solid was obtained (0.014 g, 64%). The product gave the following analytical 
data: 

0 NMR (CD3COCD3, 8, ppm): 0.22 and 0.24 (2 x s, 2 x 6H, Me 2 Si + MezSI), 
1.01 and 1.03 (2 x s, 2 x 9H, f-BuSi + f-BuSi), 2.72 (br.s., 2H, (OH) 2 ), 4.41 
(br.s., 2H, NHCH 2 Ph), 6.68-7.42 (m, 8H, aromatic and olefinic protons), 7.75 
(br.s., 1H, NH), 8.00 (dd, 1H, J <0.5 and 12.0 Hz, CHCN olefinic). 
MS, m/e (rel. intensity, %) : 555 (5) [M+H-CN]*, 572 (8) [M+NH 4 -CNf , 581 

5 (46) [M+H]*, 598 (100) [M+NH 4 ] f . 

Example 16: (E,E)-2-(3,4 Pihydroxybenzylamfdo)-3-(3,4- 
dihydroxystyryljacrylonitrile (CR21) 

o 




0 (E,E>2-(3,4-Dihydroxybenzylamido)-3-[3,4-bis(f-butyldimethyl- 

silyloxystyryl)]acrylonitrile (Example 15, 0.026 g, 0.044 mmol) was treated 
with 60 pi of a 1M THF solution of tetra-n-butylammonium fluoride in 1.5 ml of 
dry THF for 0.5 h at 20°C as described in Example 13. After purification, a 
yellow solid was obtained (0.006 g, 43%). The product gave the following 

5 analytical data: 

NMR (CD3COCD3, 6, ppm): 4.38 (s, 1H, NHCH 2 Ph), 6.67-7.22 (m, 6H, Ph + 
Ph'), 7.05 (dd, 1H, J 11.8 and 15.5 Hz, PhC=CH olefinic), 7.34 (d, 1H, J 15.5 
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Hz, PhCH olefinic). 7.70 (br.s, 1H, NH), 8.00 <d, 1H, J 11.6 Hz, CH=CCN 
olefinic). 

MS, m/e (rel. intensity, %): 186 (86) [(HO)2C 6 H 3 CH=CHCH=CCN] + , 202 (28), 
242 (100) [M+H-C 6 H3(OH)2T. 353 (13) [M+Hf , 370 (6) [M+NR,]*. 

5 

Example 17: (E,E)-2-(Benzylamido)-3-styiylaciylonitrile (CR1) 




The compound was prepared as described in Example 3 by adding 
cinnamaldehyde (0.048 ml, 0.38 mmol) to N-(cyahoacetyl)benzylamide 
o (Example -4, 0.066 g, 0.38 mmol). After refluxing for 1 h and recrystallization 
from ethanol a white solid was obtained (0.074 g, 68%). The product gave the 
following analytical data: 

NMR (CD3COCD3, 5, ppm): 4.65 (s, 1H, NHCH 2 Ph), 7.24-7.51 (m. 11H, Ph + 
Ph' + PhCCHCCN olefinic), 7.72 (br.d, 1H, J 6.5 Hz, CHCN olefinic), 7.98 
5 (br.s., 1H. NH), 8.05 (d, 1H, J 11.7 Hz, PhCH olefinic). 

MS, m/e (rel. intensity, %): 289 (100) [M+HJ*, 306 (92) [M+NH^. 

Example 18: (E,E)-2-(Benzylamido)-3-(3,5-dlmethoxy-4-hydroxystyryl) 
acrylonitrile (CR3) 




OCH3 



The compound was prepared as described in Example 3 by adding 
3,5-dimethoxy-4-hydroxycinnamaldehyde (0.10 g, 0.48 mmol) to N- 
(cyanoacetyl)benzylamide (Example 4, 0.084 g, 0.48 mmol). After refluxing for 
3 h and recrystallization from ethanol, a yellow solid was obtained (0.10 g, 
57%). The product gave the following analytical data: 
NMR (CD3COCD3, 8, ppm): 3.90 (s, 6H, (OMeJz), 4.55 (m, 2H, NHCH 2 Ph), 
7.08 (br.s, 2H, H 2 * 6 ), 7.17 (dd, 1H, J 11.5 and 15.2 Hz, PhCCHCCN olefinic), 
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7.22-7.41 (m,6H, PW + PhCH oleflnic), 7.90 (br.s., 1H, NH), 8.01 (dd, 1H, J 
0.55 and 11.7 Hz, CHCN olefinic). 

MS, m/e (re!, intensity, %): 275 (14) IM+H-CN-MeOH-MeOHf , 307 (9) [M+H- 
CN-MeOH] + , 339 (4) [M+H-CNf, 365 (100) [M+Hf, 382 (16) [M+NH^. 

Example 19: N-( Cyanoacetyl)phenylpropylamide (As) 




The compound was prepared as described in Example 1 by adding 
methyl cyanoacetate (0.98 ml, 11.1 mmol) to phenylpropylamine (1.58 ml, 
11.1 mmo|). The compound was distilled in vacuo directly from the reaction 
mixture (Kugelrohr apparatus (Aldrich), 0.1 mm Hg, T. oven 195-200°C) to 
give an off-white solid (2.18 g, 97%). The product gave the following analytical 
data: 

NMR (CD3COCD3, 8, ppm): 1.88 (q, 2H, J 7.3 Hz, PhCCH 2 ). 2.66 (t, 2H, J 7.3 
5 Hz, PhCH 2 ), 3.28 (s, 2H, CNCH 2 ), 3.33 (dt, 2H, J 7.3 and 6.6 Hz, PhCCCHa), 
6.02 (br.s„ 1H, NH), 7.15-7.30 (m, 5H, Ph). 
MS, m/e (rel. intensity, %): 203 (88) [M+Hf, 220 (1 00) [M+NHUJ*. 

Example 20: N-(Cyanoacetyl)phenylethylamide (A^ 

The compound was prepared as described in Example 1 by adding methyl 
cyanoacetate (1.1 ml, 12.4 mmol) to phenylethylamlne (1.55 ml, 12.4 mmol). 
The compound was distilled in vacuo directly from the reaction mixture 
(Kugelrohr apparatus (Aldrich), 0.1 mm Hg, T. oven 190-1 95°C) to give an off. 
white solid (2.14 g, 91%). The product gave the following analytical data: 
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NMR (CD3COCD3, 5, ppmj: 2.80 (t, 2H, J 7.6 Hz, PhCH 2 ), 3.46 (br.t, 2H, J 7.6 
Hz, PhCCH 2 ), 3.54 (s, 2H, GNGH 2 ), 7.20-7.31 (m, 5H, Ph), 7.51 (br.s., 1H, 
NH). 

MS, m/e (rel. intensity, %): 189 (100) [M+H]\ 206 (99) [M+NH^- 

Example 21 : (E,E)-2-(PhenyIethyIamido)-3-(3,4-dimethoxystyryl) 
acrylonitrile (CR5) 




The compound was prepared as described in Example 3 by adding 3,4- 
10 dimethoxycinnamaldehyde (Example 6, 0.1 g, 0.52 mmol) to N- 
(cyanoacetyl)phenylethylamide (Example 20, 0.1 g, 0.52 mmol). After 
refiuxing for 1 h and recrystaliization from ethanol a yellow solid was obtained 
(0.12 g, 63%). The product gave the following analytical data: 
NMR (GD3GOCD3, 8, ppm): 2.91 (t. 2H, J 7.5 Hz, Ph'CH), 3.59 (br.t, 2H, J 7.5 
15 Hz, Ph'CCH), 3.88, 3.89 (2 x s, 2 x 3H, OCH 3 + OCH 3 ), 7.04 (d, 1H, J 8.6 Hz, 
H5), 7.16 (dd, 1H, J 11.8 and 15.0 Hz, PhCsCH olefinic), 7.20-7.42 (m, 9H, 
aromatic + olefinic), 7.97 (d, 1 H, J 1 1 .8 Hz, CH=GCN olefinic). 
MS, m/e (rel. intensity, %): 363 (100) [M+H] + , 380 (34) [M+NH 4 f . 



Example 22: (E,E)-2-(Phenylethylamido)-3-(3,5-dimethoxy-4- 
hydroxystyryl)acrylonitrile (CR8) 




o 

UJ 

-J 

1 
I 

C/) 
LU 
CD 



.15 



I 



?1 m 



48 



i! 



The compound was prepared as described in Example 3 by addlr* 
3,fi-dime1hoxy-4-hy|rdxyclnn8rnBldehyde (0.1g. 0.48 mmo|) to N 
(cyanoacety1)phenyle.thyiamlde (Example 20, 0.091 a, 0.48 mmol). The 
residue was purified eRIca get chromatography (CHCtrhexane, 1 :1 ) to give 
5 a yellow solid (0.15 g^83% yield). The product gave the following analytical 
data: % 

NMR (CP 3 COCD$, Bj'ppm): 2.96 (t, 2H, J 7.6 Hz. CHiPhf). 3.62 (m, 2H, 
CHaCPhO. a.M (». 64(01^0)^,7.11 (a, 2H, H**), 7.19 (dd, 1H. J 11.7 and 
16.3 Hz, PhCCHCCN^IeflnJc), 7.23-7.36 (m, SH, Ph 4 ), 7,41 (d, 1H. J 15.3 Hz. 
10 PhCH olonnlc), 7.45 (bfcs.,.1H, NH), 7.09 (d, 1H, J 11,7 Hr, CHCN ©lefhifc). 

MS, m/e(rel. Intensity,^): 379 (100) IM+Hf, 39B (7) (M+NH*!* 

I 

Example 23: f^E^-^enytpropylamldoj^ardrdlinethoxy^ 
hydtoxyetyryfyaerylonfrlle (CR9) 

The compound Wee prepared m« describad in Example 3 by adding 
3,5»dimethoxy-4-hydr§xycinnamaldehyde (0.10 g, 0.48 mmol) to N- 
(cyanoacetyOphenylprc^ylamlde (Example 19, 0,087 g. 0.48 mmol). After 
rafluxing for 3 h the rescue was purified by sDIca get chromatography (CHCb- 
ao haxane, 1:1) to give a bjtown solid (0.17 g, 90% yield). The product gave the 
following analytical data)) 

NMR (CDsCOCD* 5, p|m): 2.09 (4, 2H, J 7.5 Hz. NHCCrfeCPh'), 2.88 (t. 2H, 
J 7.5 Hz, CHaPh 1 ), 3.57|(m. 2H. CHaCPh*), 4.08 (a, 6H. (OMe)i), 7.24 (a, 2H, * 
H 2 **), 7.32 (dd, 1H. J 1? .7 and 15.3 Hz, PhCCHCCN olefinic), 7.33-7.46 (m. ' 
25 5H, Ph*). 7,53 (d, 1H, J 15,3 Hz, PhCH dofinfc), 758 (br.s., 1H. NH). 8.11 (d. 
1H. J 11.7 Hz. CHCN ot|f)nto), 

MS, m/e (rel. Intensity, 331 (40), 348 (30), 359 (34). 376 (32), 303 (100) 
PW-HT,410(24)INW 



8 
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Example 24: (E,E)-2-Thioacetamido-3-(3,5-d imethoxy-4-hy droxysty ryl) 
acrylonitrile (CR12) 




5 The compound was prepared as described in Example 3 by adding 

3,5-dimethoxy-4-hydroxycinnamaldehyde (0.15 g, 0.72 mmol) to 2- 
cyanothioacetamide (0.073 g, 0.72 mmol). After refluxing for 1 h the residue 
was purified on a TlC-plate in hexane-ethyl acetate, 1:1 to give a red solid 
(0.10 g, 52%). The product gave the following analytical data: 
0 NMR (CD 3 COCD 3 , 5, ppm): 2.85 <br.s., OH + NH 2 ), 3,91 (s, 6H, (OMeJz), 7.11 
(s, 2H, H 2+6 ), 7.20 (dd, 1H, J 11.6 and 15.1 Hz, PhCCHCCN olefinic), 7.46 (d, 
1H, J 15.1 Hz, PhCH olefinic), 8.22 (dd, 1H, J 0.73 and 11.6 Hz, CHCN 
olefinic). 

MS, m/e (rel. intensity, %): 289 (100), 291 (60) [M+Hf, 312 (8) [M+Naf. 

Example 25: (E.EJ^-Acetamido-S-ta.S-dfmethoxy^-hydroxystyryl) 
acrylonitrile (CR13) 




The compound was prepared as described in Example 3 by adding 
S.S-dimethoxy^-hydroxycinnamaldehyde (0.1 g, 0.48 mmol) to 2- 
cyanoacetamide (0.04 g, 0.48 mmol). After refluxing for 3 h and 
recrystallization from ethanol an orange solid was obtained (0.083 g, 63%). 
The product gave the following analytical data: 

NMR (CD 3 COCD 3 , 8, ppm): 2.82-2.88 (br.s., OH + NHz), 3.90 (s, 6H, (OMe) 2 ), 
7.08 (s, 2H, H 2+6 ), 7.16 (dd, 1H, J 11.6 and 15.1 Hz, PhCCHCCN olefinic), 
7.38 (d, 1H, J 15.1 Hz, PhCH olefinic), 7.96 (dd, 1H, J 0.73 and 11.6 Hz, 
CHCN olefinic). 
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MS, m/e (rel. intensity, %): 275 (1 00) [M+H]\ 292 (28) [M+NH<] + . 

Example 26: (E,E)-2-Carboxy-3-(3,5-dimethoxy-4-hydroxystyryl) 
acrylonitrile (CR14) 

5 OCH. 

The compound was prepared as described in Example 3 by adding 
3,5-dimethoxy-4-hydroxycinnamaldehyde (0.15 g, 0.72 mmol) to cyanoacetic 
acid (0.061 g, 0.72 mmol). After refluxing for 1 h and recrystallization from 
ethanol a yellow solid was obtained (0.15 g, 75%). The product gave the 
10 following analytical data: 

NMR (CD3COCD3, 5, ppm): 3.00 (br.s., OH), 3.91 (s, 6H, (OMe) 2 ), 7.12 (s, 
2H, H 2+6 ), 7.21 (dd, 1H, J 11.6 and 15.1 Hz, PhCCHCCN olefinic), 7.50 (d, 
1H, J 15.1 Hz, PhCH olefinic), 8.04 (dd, 1H, J 0.73 and 11.6 Hz, CHCN 
olefinic). 

1 5 MS. m/e (rel. intensity, %): 276 (66) [M+Hf , 293 (1 00) [M+NHj]*. 

Example 27: (E,E)-2-Carbomethoxy-3-(3 f 5-dimethoxy-4-hydroxystyryl) 
acrylonitrile (CR15) 

H 3 CO>^v v ^^ 5 ^cOOCH 3 

HO-^Y C V 
OCH3 

20 The compound was prepared as described in Example 3 by adding 

3,5-dimethoxy-4-hydroxycinnamaldehyde (0.15 g, 0.72 mmol) to methyl 
cyanoacetate (0.064 ml, 0.72 mmol). After refluxing for 1 h and 
recrystallization from ethanol an orange solid was obtained (0.2 g, 90%). The 
product gave the following analytical data: 

25 NMR (CD3COCD3, 8, ppm): 2.84 (br.s., OH), 3.84 (s, 3H, COOMe), 3.91 (s, 
6H, (OMe) 2 ), 7.12 (s, 2H, H 2 * 6 ), 7.21 (dd, 1H, J 11.6 and 15.1 Hz, 
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PhCCHCCN olefinic), 7.53 (d, 1H, J 15.1 Hz, PhCH olefinic), 8.05 (dd, 1H, J 
0.73 and 11.6 Hz, CHCN olefinic). * 
MS, m/e (rel. intensity, %): 290 (100) [M+HJ + , 307 (99) [M+NH 4 f . 

5 Example 28: (E.EJ^-Acetamido-S-IS^-bistt- 
butyldimethylsilyloxystyfyl)]acrylonitrile(CR16) 

BDMSCX*^ CN 

The compound was prepared as described in Example 3 by adding 
3,4-bis(f-butyldimethylsilyloxy)cinnamaldehyde (Example 11, 0.15 g, 0.38 
10 mmol) to 2-cyanoacetamide (0.032 g, 0.38 mmol). After refluxing for 0.5 h, 
purification by silica gel chromatography (hexane-EtOAc, 5:1) provided a 
crystallizing oil (0.10 g, 57%). 

NMR (CD 3 COCD 3 , 5, ppm): 0.22 and 0.24 (2 x s, 2 x 6H, Me 2 Si + Me 2 Si), 
1.01 and 1.03 (2 x s, 2 x 9H, f-BuSi + f-BuSi), 7.01, 7.23-7.29 (m, 3H, 
1 5 aromatic), 7.1 1 (dd, 1H, J 11.9 and 15.3 Hz, PhC=CH olefinic), 7.40 (d, 1 H, J 
15.3 Hz, PhCH olefinic), 7.98 (d, 1H, J 1 1.9 Hz, CH=CCN olefinic). 
MS, m/e (rel. intensity, %): 459 (1 00) [M+Hf , 476' (89) [M+NH 4 f. 

Example 29: (E,E)-2-Acetamido-3-(3,4-dihydroxystyryl)acrylonitrile 
20 (CR17) 

(E,E)-2-Acetamido-3-(3,4-bis(t-butyldimethylsilyloxystyryl)) acrylonitrile 
(Example 28, 0.1 g, 0.22 mmol) was treated with an excess of a 1M THF 
solution of tetra-n-butylammonium fluoride in benzene for 0.5 h at 20°C as 
25 described in Example 13. After purification, a yellow solid was obtained (0.04 
g, 85%). The product gave the following analytical data: 
MS, m/e (rel. intensity, %): 231 (83) [M+H]*, 248 (1 00) [M+NH 4 J*. 
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Example 30: N^(Cyai|baceiyl)3-0thano|amidft (A it > 

:1 rV~ 0H 

i CN H 

• *: • 

To p-ethano|E^ne (1 .37 ml, 22.8 mmol), methyl cyanoaoetate wa« 
added (2.0 ml. 22,6 jri|rrio0. The reaction was heated for 30 h at 100 # C. 
Cooling gave a brown' j|lJd which wee reeryBtallteed from ethanol to gfve 2.10 
g of the product (71%}.|frhe product gave the following analytical data: 
MS, m/e (rd. intensity] |fc):129 (30) JM+H]*. 146 (100) JM+NHJ*. 

10 Example 31: (E»E)^^^thanoUinldo)^,6^1i^thoxy^. 



hydroxyatyryDaerytehitrtle (CR24) 



15 



20 




To 3,6^lmethoxy^h)|&roxyclnnarnaWohyde (0.018 g, 0.088 rnmol), N- 
(eyanMcety08-othanol|n|de (Example 30, 0,010 a, 0.088 mmol) wee added. 
Alter refluxlng for 2 h apd purification on sllfca gel, CHCb-MeOH. 5:1, a yellow 
solid was obtained. (0.jfe4 g, 87%). The product gave the following analytical 
data: jf 1 

NMR (CDgCOCDa, 8, pjjjm); 3.47, 3.67 (2 x m, 4H. NHCH* + CH*OH), 3.90 (s, 
6H, OCH, + OCHi). 7.& (br,s. 2H. H 8 *). 7.16 (dd, 1H, J 11.7 and 16.2 Hz.' 
PhOCH oleflnlc), 7.3l|>r.8, 1H. NH). 7.38 (d, 1H. J 15.2 rte. PhCH oleffnfc), 
7.87 (d, 1H, J 11.7 He. gH»CCN olefinlc). 
MS, m/e (rel, Intensity, |S: 319 (70) [M+Hf, 341 (100) [M+Naf . 

Example 32: (E,E)-2^|en2ylamldo)^K4^ltrostyryt)aciylonltrlle (CR27) 
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The compound was prepared as described in Example 3 by adding 4- 
nRrocinnamaldehyde (0.022 g, 0.12 mmol) to N-(cyanoacety!)benzylamide 
(Example 4, 0.022 g, 0.12 mmol). After refluxing for 1 h, the product was 
5 purified by silica gel chromatography (CHCIHvleOH, 5:1) to give a yellow solid 
(0.033 g, 81%). The product gave the following analytical data: 
NMR (CD 3 COCD 3 , 5, ppm): 4.56 (br.s, 2H, NHCH 2 ), 7.24-7.38 (m, 6H, Ph' + 
NH), 7.47 (dd, 1H, J 11.1 and 15.2 Hz, PhC=CH olefinic), 7.62 (d/1H, J 15.2 
Hz, PhCH olefinic), 8.02, 8.32 (2 x br.d, 4H, J 8.8 and 8.3 Hz, Ph), 8.08 (d, 
10 1H, J 11.1 Hz, CH=CCN olefinic) 

MS, m/e (rel. intensity, %): 334 (100) {M+H] + , 351 (16) [M+NH^*, 356 (28) 
[M+Na] + . 

Example 33: (E,E)-2-(3,4-Dihydroxybenzylamido)-3-(4- 
15 nitrostyryI)acryIonitrile(CR28) 




The compound was prepared as described in Example 3 by adding 4- 
nitrocinnamaldehyde (0.009 g, 0.05 mmol) to N-(cyanoacetyl)3,4- 
dihydroxybenzylamide (Example 2, 0.010 g, 0.05 mmol). After refluxing for 2 h 
20 and recrystallization from ethanol a yellow solid was obtained (0.007g, 39%). 
The product gave the following analytical data: 

NMR (CD3COCD3, 5, ppm): 2.81, 2.83 (2 x br.s, 2H, OH + OH), 4.39 (br.s, 
2H, NHCHz), 6.69 (br.d, 1H, J < 0.5 and 7.6 Hz, H*), 6.76 (d, 1H, J 7.6 Hz, 
H% 6.86 (br.d, 1H, J < 0.5 Hz, H 2 '), 7.47 (dd, 1H, J 11.7 and 15.2 Hz, 
25 PhC=CH olefinic), 7.61 (d, 1H, J 15.2 Hz, PhC olefinic), 7.91 (br.s, 1H, NH), 
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8.02, 8.31 (2 x br.d, 4H. J 8.2 and 8.8 Hz, Ph) f) 8.06 (d, 1H, J 11.7 Hz, 
CH=CCN olefinic). 

MS, m/e (rel. intensity, %): 331 (21) [M-OH-OHf, 348 (47) [M-OHf, 366 (100) 
[M+Hf. 383 (97) [M+NH 4 f . 

5 

Example 34: (E,E)-2-(1 -Amino-^-dicyanoethenylJ-S-^ 
nitrostyryl)acrylonitrile (CR29) 




The compound was prepared as described in Example 3 by adding 4- 
10 nitrocinnamaldehyde (0.051 g, 0.29 mmol) to 2-amino-1-propene-1 f 1,3- 
tricarbonitrile (0.038 g, 0.29 mmol). After refluxing for 4 h and recrystallization 
from ethanol a yellow solid was obtained (0.08 g, 51%). The product gave the 
following analytical data: 

NMR (CD 3 COCD 3l 8, ppm): 7.54 (dd, 1H, J 11.1 and 15.8 Hz, PhC=CH 
15 olefinic), 7.67 (d, 1H, J 15.8 Hz, PhCH olefinic), 7.99 (d, 1H, J 11.1 Hz, 
CH=CCN olefinic), 8.08, 8.32 (2 x br.d, 4H, J 8.8 and 8.8 Hz, Ph). 
MS, m/e (rel. intensity, %): 309 (100) [M+NH*^ 314 (67) [M+Na]*. 

Example 35: Effect of CR4 Upon Normal Bone Marrow Differentiation in 
20 Culture 

The CFU-GEMM assay was performed according to Fauser and 
Messner (1978, Blood, 52(6) 143-8) and Messner and Fausser (1980, Blut, 
41(5) 327-33) with some variations. In brief, heparinized bone marrow cells 
were layered over Percoll (1.077 gm/ml) (Pharmacia Fine Chemical, 
25 Piscataway NJ) and centrifuged at 400g at 4°C for 10 minutes to remove 
neutrophils and RBCs. The fractionated BM cells at 2x10 s cells/ml were 
cultured in IMDM (OCI, Toronto) containing 0.9% (vol/vol) methylcellulose 
supplementd with 30% FCS (Cansera Rexdale, OH.) or normal human 
plasma, a cocktail of cytokines containing G-CSF (10 ng/ml, Amgen), IL-3 (40 
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Q. U/ml, Irnmunex) , MGF (50 ng/ml, Immunex), Erythropoietin (2u/ml, Epprex) or 
O TPO <10 ng/rnl, Arngen), 5x10* 5 M 0-2-mereaptoethanol and the specified 
concentration of GR4. The culture mixture was plated in 1 ml volumes into 35 
mm petri dishes and incubated at 37°C, 5% COjj in a humidified atmosphere. 
== 5 All cultures were evaluated at 14 days for the number of BFU-E colonies 



I 



(defined as'; aggregates of more than 500 hemoglobinized cells or, 3 or more 
h- erythroid subcolonies), CFU-GM colonies (defined as granulocyte or 
Uj monocyte-macrophage cells or both), CFU-Meg colonies (comprising 4 or 

CO 

more megakaryocytes) and CFU-GEMM colonies (a mixed population 
10 comprising of all elements). 

The results shown in Figure 1 demonstrate that CR4 displayed 
negligible toxicity Upon normal bone marrow at doses up to 5 u.M. At 10 pM 
CR4 began to cause some inhibition of BFU-E colony formation, but at the 
same time significantly stimulated CFU-GM colony numbers. 

15 

Example 36: Killing of Philadelphia positive Acute Lymphoblastic 
Leukemia by low-dose CR4 in culture. 

Ph+ ALL cells were plated in 1 ml volumes, in the absence of 
exogenous growth factors, into 35 mm petri dishes (Nunc, Gibco) containing 

20 alpha MEM (Gibco) plus 10% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) with the indicated concentrations of CR4. 
Cultures were set at 37°C, 5% C0 2 in a humidified atmosphere. Colonies 
consisting of more than 20 cells were counted at 12 days or earlier using an 
inverted microscope. 

25 The results shown in Figure 2 demonstrate that CR4 effected a 

significant inhibition of Ph+ ALL cell proliferation and survival at low 
nanomolar doses (35-100). CR4 has no effect upon normal cells at equivalent 
concentrations. 



30 Example 37: Killing of Philadelphia positive Z119 Acute 
Lymphoblastic Leukemia Cells by low-dose CR4 in culture. 
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Z119 cells were plated in 1 ml volumes at a density of 1x1 0 4 cells/ml, in 
the absence of exogenous growth factors, into 35 mm petri dishes (Nunc, 
Gibco) containing IMDM (OCI, Toronto) plus 20% FCS (Cansera Rexdale, 
ON.) in 0.9% (vol/voQ methylcellulose (Fluka, Switzerland) with the indicated 
5 concentration of CR4. Cultures were set at 37°C, 5% C0 2 in a humidified 
atmosphere. Colonies consisting of more than 20 cells were counted at 7 
days or earlier using an inverted microscope. 

The results shown in Figure 3 demonstrate that CR4 effected a 
significant inhibition of Z119 ALL cell proliferation and survival at low 
10 nanomolar doses. CR4 has no effect upon norma! cells at equivalent 
concentrations. 

Example 38: Killing of AWIL-3 Acute Myeloid Leukemia Cells by low-dose 
CR4 in culture 

15 OCI-AML-3 cells were plated in 35mm petri dishes (Nunc, Gibco) in 1 

ml volumes at a density of 3.3x1 0 3 cells/ml, in the absence of exogenous 
growth factors, containing alpha MEM plus 20% FCS (Cansera, Rexdale 
Ont.), and 0.9% (vol/vol) methylcellulose (Fluka, Switzerland) and the 
indicated concentrations of CR4. Cell cultures were incubated in a humidified 

20 atmosphere at 37°C with 5% C0 2 . Colonies containing more than 20 cells 
were scored, using an inverted microscope, at 5-6 days. 

- The results shown in Figure 4 demonstrate that CR4 effected a 
complete inhibition of AML-3 cell proliferation and survival at nanomolar 
concentrations (300-600nM). CR4 has no effect upon normal cell survival at 

25 equivalent concentrations. 

Example 39: Killing of Ly-MN Lymphoma cells by low-dose CR4 in 
culture. 

Ly-MN cells were plated in 1 ml volumes, in the absence of exogenous growth 
30 factors, into 35 mm petri dishes (Nunc, Gibco) containing IMDM (OCI, 
Toronto) plus 20% human cord blood plasma in 0.9% (vol/vol) methylcellulose 
(Fluka, Switzerland) and the indicated concentrations of CR4. Cultures were 
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set at 37°C, 5% CO2 in a humidified atmosphere. Colonies consisting of more 
than 20 cells were counted at 5 days or earlier using an inverted microscope. 

The results shown in Figure 5 demonstrate that GR4 significantly 
inhibited cell proliferation and survival at nanomolar doses, and effected a 
5 inhibition by 2.5 uM. CR4 has no effect upon normal cells at equivalent 
concentrations. 

Example 40: Killing of Primary Juvenile Myelo-Monocytic Leukemia 
Cells by CR4 in Culture. 

1 0 Heparinized bone marrow cells from a JMML patient were layered over 

Percoll (1.077 gm/ml) (Pharmacia Fine Chemical, Piscataway NJ) and 
centrifuged at 400g at 4°C for 10 minutes to remove neutrophils and RBCs. 
Cells were further fractionated and purified on Miltenyi MS columns (Miltenyi 
Biotec GmbH, Germany) to acquire an early progenitor population of CD34* 

15 cells. The fractionated BM CD34 + cells at a density of 1 x 10 4 cells/ml were 
cultured in IMDM (OCI, Toronto) containing 0.9% <vol/vol) methylcellulose 
supplemented with 30% FCS (Cansera Rexdale, ON.) with the indicated 
concentration of CR4. The culture mixture Was plated in 1 ml volumes into 35 
mm petri dishes and incubated at 37°C, 5% CO2 in a humidified atmosphere. 

20 Colonies consisting of more than 20 cells were counted at 12 days or earlier 
using an inverted microscope. 

The results shown in Figure 6 demonstrate that CR4 displayed 
moderate killing ability with primary JMML cells, with 80-90 percent inhibition 
achieved by 5 (iM concentrations. 

25 

Example 41: Killing of OC1-LY2 Lymphoma Cells by low-dose CR4 in 
culture. 

OCI-LY2 cells were plated in 1 ml volumes, in the absence of 
exogenous growth factors, into 35 mm petri dishes (Nunc, Gibco) containing 
30 IMDM (OCI, Toronto) plus 20% human cord blood plasma in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) and the indicated doses of CR4. Cultures 
were set at 37°C, 5% CO2 in a humidified atmosphere. Colonies consisting of 
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more than 20 cells were counted at 5 days or earlier using an inverted 
microscope. 

The results shown in Figure 7 demonstrate that GR4 significantly 
inhibited cell proliferation and survival at high nanomolar to low micromolar 
5 doses (90% at 2.5 uM). CR4 has no effect upon normal cells at equivalent 
concentrations. 

Example 42: Killing of Philadelphia positive ALL Cells by CR17 and 
CR21 In culture. 

10 ALL cells were plated in 1 ml volumes, in the absence of exogenous 

growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 
(Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) and the indicated concentrations of 
compound. Cultures were set at 37°C, 5% CO2 in a humidified atmosphere. 

15 Colonies consisting of more than 20 cells were counted at 12 days or earlier 
using an inverted microscope. 

The results shown in Figure 8 demonstrate that CR17 displayed 
significant inhibition of cell growth at 1-2.5 u.M concentrations. CR21 inhibited 
cell growth at 5 u.M. 

20 

Example 43: Killing of Philadelphia positive ALL Cells by CR17 and 
CR21 in culture. 

ALL cells were plated in 1 ml volumes, in the absence of exogenous 
growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 

25 (Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) and the indicated concentrations of 
compound. Cultures were set at 37°C, 5% CO2 in a humidified atmosphere. 
Colonies consisting of more than 20 cells were counted at 12 days or earlier 
using an inverted microscope. 

30 The results shown in Figure 9 demonstrate that CR17 and CR21 both 

displayed significant inhibition of cell growth at 1-2.5 uM concentrations. 
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Example 44: Killing of Philadelphia positive ALL Cells by CR24 in 
culture. 

ALL cells were plated in 1 ml volumes, in the absence of exogenous 
growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 
5 (Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) and the indicated concentrations of 
CR24. Cultures were set at 37°C, 5% C0 2 in a humidified atmosphere. 
Colonies consisting of more than 20 cells were counted at 9 days or earlier 
using an inverted microscope. 
10 The results shown in Figure 10 demonstrate that CR24 was effective 

against Ph+ ALL cells at concentrations as low as 0.5 pM, demonstrating a 
virtually complete inhibition of cell growth between 2.5 and 5 uM. 

Example 45: Killing of Philadelphia positive ALL Cells by CR19 in 
15 culture. 

ALL cells were plated in 1 ml volumes, in the absence of exogenous 
growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 
(Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland) and the indicated concentrations of 

20 CR19. Cultures were set at 37°C, 5% C0 2 in a humidified atmosphere. 
Colonies consisting of more than 20 cells were counted at 9 days or earlier 
using an inverted microscope. 

The results shown in Figure 11 demonstrate that CR19 was highly 
effective against Ph+ ALL cells at nanomolar concentrations between 250 and 

25 500nM. 

Example 46: Effect of CR19 on Normal Bone Marrow Differentiation in 
Culture. 

The CFU-GEMM assay was performed according to Fauser and 
30 Messner (1978, Blood, 52(6) 1243-8) and Messner and Fausser (1980, Blut, 
41(5) 327-33) with some variations. In brief, heparinized bone marrow cells 
were layered over Percoll (1.077 gm/ml) (Pharmacia Fine Chemical, 
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Piscataway NJ) and centrifuged at 400g at 4°C for 10 minutes to remove 
neutrophils and RBCs: The fractionated BM cells at 2x1 0 s cells/ml were 
cultured in IMDM (OCI, Toronto) containing 0.9% (vol/vol) methylcellulose 
supplementd with 30% FCS (Cansera Rexdale, GN.) or normal human 
5 plasma, a cocktail of cytokines containing G-GSF (10 ng/ml, Amgen), IL-3 (40 
U/ml, Immunex), MGF (50 ng/ml, Immunex), Erythropoietin (2u/ml, Epprex) or 
TPO (10 ng/ml, Amgen), 5x10* 5 M 0-2-mercaptoethanol and the specified 
concentrations of CR19. The culture mixture was plated in 1 ml volumes into 
35 mm petri dishes and incubated at 37°C, 5% CC>2 in a humidified 

1 0 atmosphere. All cultures were evaluated at 14 days for the number of BFU-E 
colonies (defined as aggregates of more than 500 hemaglobinized cells or, 3 
Or more erythroid subcolonies) and CFU-C colonies (defined as granulocyte 
or monocyte-macrophage cells or both). 

The results shown in Figure 12 demonstrate that CR19 displayed 

15 significant inhibition of the development of BFU-E colonies at 2.5 jxM, 
although at this concentration it also boosted CFU-C colony formation. At 5 
u;M the stimulatory effect disappeared and BFU-E colonies were virtually 
absent. 

20 Example 47: Effect of CR24, CR17 and CR21 on Normal Bone Marrow 
Differentiation. 

The CFU-GEMM assay was performed according to Fauser and 
Messner (1978, Blood, 52(6) 1243-8) and Messner and Fausser (1980, Blut, 
41(5) 327-33) with some variations (British Journal of Haematology, 1992, 80, 

25 p40-48). In brief, heparinized bone marrow cells were layered over Percoll 
(1.077 gm/ml) (Pharmacia Fine Chemical, Piscataway NJ) and centrifuged at 
400g at 4°C for 10 minutes to remove neutrophils and RBCs. The fractionated 
BM cells at 2x1 0 5 cells/ml were cultured in IMDM (OCI, Toronto) containing 
0.9% (vol/vol) methylcellulose supplementd with 30% FCS (Cansera Rexdale, 

30 ON.) or normal human plasma, a cocktail of cytokines containing G-CSF (10 
ng/ml, Amgen), IL-3 (40 U/ml, Immunex), MGF (50 ng/ml, Immunex), 
Erythropoietin (2u/ml, Epprex) or TPO (10 ng/ml, Amgen), 5x10' s M B-2- 



WO 01/79158 



ISA U2«UbXbU itUUIirXU-AX 



PCT/CA01/00516 



-59- 

rriereaptoethanol and the specified concentration of test compound/The 
culture mixture was plated in 1 ml volumes into 35 mm petri dishes and 
incubated at 37°C, 5% CO2, in a humidified atmosphere. All cultures were 
evaluated at 14 days for the number of BFU-E colonies (defined as 
5 aggregates of more than 500 hemoglobinized cells or, 3 or more erythrdid 
subcolonies) and CFU-C colonies (defined as granulocyte or monocyte- 
macrophage cells or both). 

The results shown in Figure 1 3 demonstrate that CR24 displayed 
minimal inhibition of bone marrow colony formation at either 10 or 20 u,M 
10 concentrations, whereas both CR 17 and CR21 caused inhibition of BFU-E 
colony formation at the higher 20 |iM dose. 

Example 48: In vitro Purging of Normal Bone Marrow with CR4. 

Heparinized bone marrow cells were layered over Percoll (1.077 

15 gm/ml) (Pharmacia Fine Chemical, Piscataway NJ) and centrifuged at 400g at 
4°C for 10 minutes to remove neutrophils and RBCs. 

For the purging process, the cells were resuspended at 1x10 6 /ml in 
complete medium with or without 50 jxM CR4. The cells were incubated with 
the CR4 for two and a half hours at 37°C, 5% C0 2 . At the end of this period 

20 the cells were thoroughly washed in medium to remove CR4 and then 
cultured at 2x10 s cells/ml in IMDM (OCI, Toronto) containing 0.9% (vol/vol) 
methylcellulose supplemented with 30% FCS (Cansera Rexdale; ON.) or 
normal human plasma, a cocktail of cytokines containing G-CSF (10 ng/ml, 
Amgen), IL-3 (40 U/ml, Immunex), MGF (50 ng/ml, Immunex), Erythropoietin 

25 (2u/ml, Epprex) or TPO (10 ng/ml, Amgen) and 5x1 O^M b-2-mercaptoethanol. 
The culture mixture was plated in f ml volumes into 35 mm petri dishes and 
incubated at 37°C, 5% C0 2 in a humidified atmosphere. All cultures were 
evaluated at 14 days for the number of BFU-E colonies (defined as 
aggregates of more than 500 hemaglobinized cells or, 3 or more erythroid 

30 subcolonies), CFU-C colonies (defined as granulocyte or monocyte- 
macrophage cells or both) and CFU-GEMM colonies (a mixed population 
comprising of all elements). 
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The results shown in Figure 14 demonstrate that two and a half hours 

• • - 

exposure to 50 uM CR4 did not result in significant inhibition of colony 
formation. While a slight drop in BFU-E colonies occurred, CFU-C colony 
numbers actually increased significantly. 

5 

Example 49: In Vitro Purging of Z119 Acute Lymphoblastic Leukemia 
with CR4. 

For the purging assay, the cells were resuspended in complete 
medium with or without CR4 as indicated and incubated at 37°C, 5%CC>2 for 

10 0-5 hours. Cells were then washed thoroughly with medium to remove the 
CR4, resuspended and plated in 1 ml volumes, in the absence of exogenous 
growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 
(Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland). Cultures were set at 37°C, 5% C0 2 in a 

15 humidified atmosphere. Colonies consisting of more than 20 cells were 
counted at 9 days or earlier using an inverted microscope. 

The results shown in Figure 1 5 demonstrate that CR4 demonstrated 
rapid killing of Z119 cells at the concentrations examined. 50 uM CR4 
displayed a complete inhibition after only 2.5 hours exposure, while 85% 

20 killing could be achieved with 25 \iM CR4 over the same time period. A longer 
five hour exposure of the cells to 25 uM CR4 resulted in a complete ablation 
of subsequent cell growth. 

Example 50: In vitro Purging of OC)-Ly2 Lymphoma cells with CR4. 

25 For the purging assay, the cells were resuspended in complete 

medium with or without CR4 as indicated and incubated at 37°C, 5%C02 for 
0-5 hours. Cells were then washed thoroughly with medium to remove CR4, 
resuspended and plated in 1 ml volumes at 5x1 0 3 cellls/ml, in the absence of 
exogenous growth factors* into 35 mm petri dishes (Nunc, Gibco) containing 

30 IMDM (OCI, Toronto) plus 20% human cord blood plasma in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland). Cultures. were set at 37°C, 5% C0 2 in a 
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humidified atmosphere. Colonies consisting of more than 20 cells were 
counted at 5 days or earlier using an inverted microscope. " ' ; 

The results shown in Figure 16 demonstrate that CR4 demonstrated 
significant killing (90%) of OCRy2 cells at 25-50 pM after only 5 hours 
5 exposure. The lower 1 2.5 \M dose tested also achieved significant killing in 
the same time period. 

Example 51: In vitro Purging of OCI-AML-3 Acute Meyloid Leukemia 
Cells with CR4. 

10 For the purging assay, the cells were resuspended in complete 

medium with or without CR4 as indicated and incubated at 37°C, 5%C02 for 
0-5 hours. Cells were then washed thoroughly with medium to remove CR4, 
resuspended and plated in 1 ml volumes at 5x1 0 ? cells/ml, in the absence of 
exogenous growth factors, into 35 mm petri dishes (Nunc, Gibco) containing 

15 alpha MEM (Gibco) plus 10% FCS (Gansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland). Cultures were set at 37°C, 5% C0 2 in a 
humidified atmosphere. Colonies consisting of more than 20 cells were 
counted at 5 days or earlier using an inverted microscope. 

The results shown in Figure 17 demonstrate that CR4 demonstrated 

20 significant killing of OCI-AML-3 cells at 50 ^M after only 2.5-5 hours exposure. 
The lower 25 jiM dose tested also achieved significant killing in the same time 
period. 

Example 52: In vitro Purging of Ramos B Cell Burkitf s Lymphoma Cells 
25 with CR4. 

For the purging assay, the cells were resuspended in complete 
medium with or without CR4 as indicated and incubated at 37°C, 5%COz for 
0-5 hours. Cells were then washed thoroughly with medium to remove the 
CR4, resuspended and plated in 1 ml volumes, in the absence of exogenous 
30 growth factors, into 35 mm petri dishes (Nunc, Gibco) containing RPM1 1640 
(Gibco) plus 10% FCS (Cansera Rexdale, ON.) in 0.9% (vol/vol) 
methylcellulose (Fluka, Switzerland). Cultures were set at 37°C, 5% CO2 in a 
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humidifled atmosphere. Colonies consisting of more, than 20 cells were 
counted at 12 days or earlier using an inverted microscope. 

The results shown in Figure 18 demonstrate that CR4 demonstrated 
significant killing (70%) of Ramos cells at SOjjM after 5 hours exposure. 

5 

Example 53: Killing of HuNS1 multiple myeloma by CR4. 

HuNS1 cells were plated in 35mm petri dishes (Nunc, Gibco) in 1ml 

volumes at a density of 1x10 4 cells/ml, in the absence of exogenous growth 

factors, containing alpha MEM plus 20% FCS (Cansera, Rexdale Ont.), and 
10 0.9% (vol/vol) methylcellulose (Fluka, Switzerland) and the indicated 

concentrations of CR4, Cell cultures were incubated in a humidified 

atmosphere at 3TC with 5% CO2. Colonies containing more than 20 cells 

were scored, using an inverted microscope, at 5-6 days. 

The results shown in Figure 19 demonstrate that CR4 significantly 
15 inhibited cell proliferation and survival at high nanomolar to low micromolar 

doses (>90% at 2.5jxM). CR4 has no effect upon normal cells at equivalent 

concentrations. 

Example 54: In Vivo Treatment of Philadelphia positive Acute 

Lymphoblastic Leukemia in NQD-SCID mice. 
20 NOD-SCID mice were irradiated (350 rads) and injected with 5x1 0 6 

Philadelphia positive Z119 Acute lymphoblastic leukemia cells. After 24 hours 

Alzet micro-osmotic pumps (Alza Corp. Paolo Alto, CA) were implanted 

subcuntaneously, containing either 20 mM solution of CR4 in 50% 

DMSO/medium or 50% DMSO/medium alone. Alzet 2001 pumps were 
25 utilized, holding a total volume of 200pJ and releasing 1jil per hour over 7-10 

days. Pumps were replaced after 7 days. Each mouse received a daily dose 

of0.154mgofCR4. 

After 14 (Fig.20A) and 21 (Fig.20B) days mice were sacrificed and 

bone marrow extracted from the fore and hind limbs. Single cell suspensions 
30 were prepared, red blood cells lysed and the samples stained with PE- 

labelled isotype, anti-human CD19 and anti-human HLA-DR antibodies to 
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detect the presence of Z119 cells, These antibodies do not cross react with 
murine cells. 

At d14, bone marrow cell cultures were also performed to assess the 
presence of Z1 19 cells. 5x1 0 4 BM cells were cultured in IMDM (OCI, Toronto) 
5 containing 0.9% (vol/vol) methylcellulose supplemented with 30% serum 
consisting of a 1:1 mixture of PCS (Cansera Rexdale, ON.) and normal 
human plasma. No cytokines are added. Under these conditions there is no 
growth of murine cells. The culture mixture was plated in 1 ml volumes into 35 
mm petri dishes and incubated at 37°C, 5% CO2 in a humidified atmosphere. 
1 6 All cultures were evaluated at 9 days for the number of ALL colonies. 

The results shown in Figures 20A and 20B demonstrate that at both 
day 14 and 21 sacrifices, a significant reduction in ALL infiltration of the bone 
marrow was observed in all the mice treated with CR4 relative to the DMSO 
treated control mice. 

15 In control animals, massive infiltration of the spleen, liver and kidney 

was observed, as well as the presence of ALL cells in the peripheral blood. In 
addition to a 90% reduction in the infiltration of ALL cells into the bone 
marrow, treatment with CR4 reduced ALL infiltration of the organs and blood 
to below detectable levels. 

20 Thus, CR4 was highly effective against a variety of cancer cells, 

including acute lymphoblastic leukemia, Philadelphia positive ALL, acute 
myeloid leukemia, myeloma and B-lineage lymphoma, at concentrations 
ranging from 50nM to 5nM. At the same time, minimal toxicity was seen when 
normal cells were incubated in the presence of CR4 until concentrations of 

25 10-20jiM or greater were achieved. CR4 was particularly active against bcr- 
abl transformed Philadelphia positive cells, achieving >90% wipeout at 
concentrations as low as 40nM. CR4 was aiso highly effective in high dose 
(25-50fiM) in vitro purging assays against Philadelphia positive ALL, AML and 
lymphoma, causing >90% inhibition of growth with a 2.5 to 5 hour exposure 

30 time. Over identical doses and times normal bone marrow growth and 
differentiation were unaffected. CR4 showed a combination of high level 
toxicity to cancer cells with minimal non-specific cytotoxic damage. 
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CR4 was also highly effective in a whole animal, model (Example 54). 
The compound demonstrated good retention characteristics, still being 
detectable in the blood 30 minutes after I.V. injection. In a murine model of 
human Ph+ ALL, CR4 caused a greater than 90 percent reduction in ALL 
5 infiltration of bone marrow within a two week period, reducing the presence of 
infiltrating ALL cells in liver, kidney, spleen and peripheral blood below 
detection level. In contrast, control mice treated with vehicle alone 
demonstrated massive infiltration of all these organs. No evidence of non- 
specific toxicity was observed. 

10 

Example 55: In vitro Purging of Normal Bone Marrow with CR11. 

Heparinized bone marrow cells were layered over Percoll (1.077 
gm/ml) (Pharmacia Fine Chemical, Piscataway NJ) and centrrfuged at400g at 
4°C for 1 0 minutes to remove neutrophils and RBCs. 

15 For the purging process, the cells were resuspended at 1x10 6 /ml in 

complete medium with or without 50jxM CR11. The cells were incubated with 
the tryrphostin for seven hours at 37°C, 5% C0 2 . At the end of this period the 
cells were thoroughly washed in medium to remove CR1 1 and then cultured 
at 2x10 s cells/ml in IMDM (OCI, Toronto) containing 0.9% (vol/vol) 

20 methylcellulose supplementd with 30% FCS (Cansera Rexdale, ON.) or 
normal human plasma, a cocktail of cytokines containing G-CSF (10 ng/ml, 
Amgen), IL-3 (40 U/ml, Immunex), MGF (50 ng/ml, Immunex), Erythropoietin 
(2u/ml, Epprex) or TPO (10 ng/ml, Amgen) and 5x1 O^M P-2-mercaptoethanoI. 
The culture mixture was plated In 1 ml volumes into 35 mm petri dishes and 

25 incubated at 37°C, 5% C0 2 in a humidified atmosphere. All cultures were 
evaluated at 14 days for the number of BFU-E colonies (defined as 
aggregates of more than 500 hemoglobinized cells or, 3 or more erythroid 
subcolonies), CFU-C colonies (defined as granulocyte or monocyte- 
macrophage cells or both) and CFU-GEMM colonies (a mixed population 

30 comprising of all elements). 
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. The results shown in Figure 21 demonstrate that seven hours exposure 
to 5G>M CR11 did not result in any significant inhibition of colony formation. 
BFU-E, CFU-GEMM and CFU-C colonies were all normal. 

5 Example 56: In Vitro Purging of Philadelphia positive Acute 
Lymphoblastic Leukemia with CR11. 

For the purging assay, the cells were resuspended in complete 
medium with or without CR1 1 as indicated and incubated at 37°C, 5%C0 2 for 
0-7 hours. Cells were then washed thoroughly with medium to remove the 
to CR11, resuspended and plated in 1 ml volumes, in the absence of exogenous 
growth factors, into 35 mm petri dishes (Nunc, Gibco) containing alpha MEM 
(Gibco) plus 20% FCS (Cansera Rexdale, ON.) in 0,9% (vol/vol) 
methylcellulose (Fluka, Switzerland). Cultures were set at 37°C, 5% CO2 in a 
humidified atmosphere. Colonies consisting of more than 20 cells were 
1 5 counted at 9 days or earlier using an inverted microscope. 

The results shown in Figure 22 demonstrate that CR11 demonstrated 
complete kilting of Ph+ ALL cells at 50uM after 7 hours exposure. 

Example 57: Philadelphia (Ph+) ALL lines Z119 and Z181 (5x10 6 
20 cells/point) were lysed and immunoprecipitated with Bcr-AbI antibody. 

The precipitates were washed twice with lysis buffer and once with 
kinase assay buffer, and resuspended in same buffer containing varying 
concentrations of CR4. The precipitates were incubated with the drug for 10 
min at room temperature, followed by addition of 10u,Ci ^PyATP. The reaction 

25 was stopped after 20 min by the addition of SDS-PAGE reducing sample 
buffer and separated on an 8-16% SDS-PAGE gel. The products were 
transferred onto nitrocellulose membrane and visualized by autoradiography. 

The results shown in Figure 23 demonstrate that Bcr-AbI kinase activity 
is effectively blocked at concentrations of 1 to 10 uM of the CR4 compound in 

30 both Z199 and Z181 ALL cell lines. 
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Example 58: Philadelphia (Ph+) ALL line Z119 (5x10 6 cells/point) was 
preincubated for 5 hours with different concentrations of CR4 and 
immunoprecipitated with Jak2 antibody. 

The cells were lysed in lysis buffer and immunoprecipitated with Jak2 
5 antibody. The precipitates were washed twice with lysis buffer and once with 
kinase assay buffer, followed by addition of 1 OjiCi 33 P Y ATP. The reaction was 
stopped after 20 min by the addition of SDS-PAGE reducing sample buffer 
and separated on an 8-16% SDS-PAGE gel. The products were transferred 
onto nitrocellulose membrane and visualized by autoradiography. 
10 .The results shown in Figure 24 demonstrate that Jak2 kinase activity 
was dramatically inhibited at a concentration of 6jiM and further blocked at 
higher concentrations. 

While the present invention has been described with reference to what 
1 5 are presently considered to be the preferred examples, it is to be undeistood 
that the invention is not limited to the disclosed examples. To the contrary, the 
invention is intended to cover various modifications and equivalent 
arrangements included within the spirit and scope of the appended claims. 

All publications, patents and patent applications are herein 
20 incorporated by reference in their entirety to the same extent as if each 
individual publication, patent or patent application was specifically and 
individually indicated to be incorporated by reference in its entirety. 
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1 ;• A pharmaceutical composition eomjprtwfc a compound of Formula I, or 
salts, solvates or hydrates, therjot 




wherein * 

R x and R 9 are each lndepenaaji(y selected from the group consisting of H, 
OH, Cwalkyl. C^llawy, NHt, fitic^kylr Nfo^aJk^CHiM. SH. 
s-d^alM, 0^(C,^ikyDCCi*«^(Ci*a]ky!), NO* CF* OCFi and halo; 
R' it selected from the group coAsirtlng of H, OH. CwalKyl, Ct+aBcoxy, NHa, 
NH*C,«alM/WC,^l|^^ } 
O^ICC^a^CveaBtyOtC^ll^j, NO* halo and Crb-S-fCH^^r; 
R* is selected from the group ognafetjng of C(X)R* 8Q»Ar % NHt, NH-C^^alVyl, 

N(Cwa»cyO(Cvea»ky1). P(0)(0h4 P(0)(OC 14 a)kyl)s, and C(NHa)«C(CM)*: 
X la selected from O.S.NH aridjN-Ci^alkyl; 

R* te selected from the group consfttmg of NHi, OH, NH(CKa)pAr, 
NH(CHa)pOH. (CH 3 ),OC»*aHcy|[ d^elkyt. C^alkoxy. NHNH% NHC(0)NHa, 
NHGCO^^aikoxy, N-morph©Hi^ and N-oynroMino; and •• 
Ar la an aromatic or heteroaroMetle oroup, unauostituted or substituted with 
1-4 •ubstttuante. Inc^pendantJ&etectod from the group consisting of OH, Ci. 
«alkyl, Ci^allcoxy, NHz, NH-C^lkyl. N(C,**lkyO(Cwa)kyD, SH, S-C«aBcyi, 
NOa,CFa,OCF» end halo; 
n is 0 to 4; and 
plaM. 

In admixture with a phanhaceuj jpefy acceplabte dBuent or carrier. 

2. The pharmaceutical con position according to claim 1, wherein, in the 
compound of Formula I, R 1 am j R 8 are each Independently selected from the 
group collating of H. OH, C,jftcyl, C^sfcaay, NH* NH*Ci-«alcyt, SH, 




*a|kyl. O-$l(C^aHcylKCMal|cy0 
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cyl), NOa. CFj, OCF 3 and Jialo, 



3. The pharmaceutical cojr^ttlon according to oialm. 2, wherein, in the 
compound of Formula C R 1 a ifa* are each independently selected from the 
group consisting H, OH, OCH^S-SitCH^^Bu), S-Me, SH and NO*, 



4. The pharmaceutical compo»ition according to claim 3, wherein. In the 
compound of Formula |, R 1 e4i|R a aro both OH or R 1 and R* are both OCHi. 



5. The pharmaceutical competition according to claim A, wherein. In the 
compound of Formula I, R* \* QCH» and R 2 w OH. 



6. The pharmaceuHcel conjjfepeltlon according to olalm 1. wherein, In the 
compound of Formula I, R* te Elected from the group consisting of H. OH, 
Cv^lkyfi Ci^alkoxy, NHa, N jjf-C^alkyl, NfC^alMKC^alkyi), SH, S-C* 
^alkyi, NOs and halo:. | ' 

7. The pharmaceutical coribcmltion accorcfing to ctalm 6, wherein, In the 
compound of Formula I, R v la .selected from the group constating of H, OH. 
Och* SH, SMa, N0 2 and halojl 

8. The pharmaceutical comtcwtoon according to clean 7, wherein, In the 
compound of Formula I. R 3 wgtlected from the group ponftbting of H, OH 
and OCHa. 



9. The pharmaceutical composition according to eUim 1, wherein, In the 
compound of Formula U R 4 |a Ishlected from the group constating of C(X)R* 
and CCNHaH^CN)*. | 

10. The pharmaceutical conjpotftion according to claim 9, wherein, In the 
compound of Formula 1, R* It cScjR*. 



11. The pharmaceutical ccrnfoaWon according to detm 10, wherein, in the 
compound of Formula I, X fe Mooted from the group consisting of O and 6. 
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12. The phamtaceutical conffifesWoo according to ditm 10, wtwnln, Inlhe 
compound of Formula I, R" ^elected from the group coneiatlng of NHi. OH, 
i NhKCHaJpAf, NH(CHa) p OH and^ltev, 

j lu 13, The pharmaceutical com$ psta acting to dajm 12, whemln. In the 

cd compound of formula I, p Is 1*3. 



< 
-j 

^ 14. The pharmaceutical confioeltioh awarding to cfelm 13, wharein, (n the 
< compound of Formula I, R^^^ 

CD | 

15. The pharmaceutical conjpotttton araordir« to claim W, wherein, in the 
compound of Formula I, p te 1 A 

18. Thepharmec^calcohipotWon.aeeordingtDeta 
compound of Formula I, Ar l$ap uniubatftuted phenyl group or e phenyl 
group subitftuted with 1*4 aijletltuente optionally aeleeted from the group 
cons latino of OH. Ci^eJkyl, i^afkeay, NHa, MH-C«alKyl, N(Ci*afcy!XCv 
B 0lky»),SH. S-C,*alkyl, NO* Cp OCF, and halo. 

1 

IT. ThepremweuMwr^ 

compound of Formula I, Ar A ah urwubstftuted phenyl group or a phenyl 
croup eubstituted with 1-4 tu|et!tuenta optionally aeleeted from the group 
conaistfng of OH, Chalky!, d^lkoxy, NHa, NHrC^lkyl, N(C*«aJkyD(C* 
♦alkyD, SH, 5-Cualkyl, NO* qL OCF| and halo. 

18. The pharmaceutical eofrKopWon according to any of delme 18 and 17, 
wherein, In the compound of Fjrnnuja I, Ar la an unsubettuted phenyl group or 
Phenyl group subaftuted wfthJl-2 aub»«ueroM optionally aeleeted from the 
group coneleting of OH, clalkyl, Cinalkoxy, NHj, NH-CwalKyl, N(C 
4 alkyD(C W 3HcyO. 6H, S^eMl, NOju'cFi, OCFi and halo. 

IB. The pharmaceutical cwitooaftion according to claim 16, wherein, m me 
compound of Formula 1. Ar b in unsubttltutad phenyl group or phenyl group 
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substituted wjth 14> eubstttueha optionally aatectad from the group oonelating 
of OHYOCHa, NH 2 , NHCHa, Njj|% SH, SCH», CF$, OCF» and halo. 

20. The pharmaceutical cdmgotfflon according to claim 19, whartin, in .the 
compound of formula f, Ar l^pBtected from tha group conalattng of phenyl 



and 3,4-dihydroxyphonyl. 



21. The pharmaceutical corhpoalBon according to claim' 1, wherain the 
compound'of Formula I la tak*|ed from the group corweting oft 
(E.^^erwylamWo)-3^j^acrylonltrt1a (CR1)j 
r£.#-2-(bereybmldo>3%4«dImem^ (CR2); 

<E,$-2-(benrylamWo)^p|j l W 
(CR3); 

fl^-2-(benaytemWo)4i35,4<n^ 

l^-2Hphcrykrthyl«iri^^ (CR5); 
fc^2^h«Tyte!&ytam#^^ 
hydroxyatyiyOacryloniWfc (CRfl}{ 
<£^2^ptenyrfpmpyiarijjdoW3^^^ 
• hydroxyatyryl)eeiylonHri|jp {CRS); 
r^S^.WIhydroxybAuy^ 
hydroxyttyryOaeryloniWft 
^,^-2-ft))oac©tarrfdo^ to, Wlmatr»c«v-4-riydr^ 
(CR12); |j 
i^^2-»cetamidc^3,|^nieto^ 
(CR13); 

(E^samo^^.S^irr^oxy^^ (CR14); 
tfE.^-2^rbDmethc^3|(3 l 5^meth^ 
(CR15); [\ 

|E,^-z-aoatamidV3-(3v 
butytdimethytonyto*^ 

te^2-ocatamldo-3.(3£^ihydr^^ (CR17); 
f£,£)-2-{banzylamkJo)4 j[3,*blaft* 
4>utyk^BthytaHyk>xyaty| fj))acrylonftr0e (CR1B); 
(£,^2K3,4^hydre^nrylBm^ (CR19); 
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putyldiro^jirytayfty r&Jioryloftlirlte (CR20): 
rE,$^3,4KJlhydrox^ 
{CR21); .. ' 

(CR24); 

rE,^-2-(3 l 4Kflhydftwyb jjtalamldoW4^J^ 
and 

f£E>2K1-wnfrio-2.2*i 
(CR29). 



22. Tht pharmaceutical c 
compound of Formula I ts *t\* 




petition »eoordlriB to claim 21, wbarain th* 
from tha group corn tetfng oft 



i 



:3,Mlmtmoxytiyryl)aw^onftnli <CR2ft 
Mlm^o^^rexyityiyOKrytonHrlle 



flp^-2-(btnz/lBrrMdo)-2 
/^^?-2-{benzyl«mIdo)-3 
(CR3); 

(£3-2^anzylairtdo>^3 ( ^^ 

f^^phenykmyfo^^ (CR5)j 
(E,E)^phenylpr©pyUtnp^^ 
hydroxy§<yryO»«ylOTllrl^ 
rE,E>2r<3^lhyo;rpxyb|^ 
hydroxyjtyryO»ciy(onltrfl • (CR1 1); 
te^-2-thioacot»mM6^jp,5^^^ 
(CR12); <f 

fE,^2*c^mldo^ l tajr I ^o^ 
(CR13); I 

f£fc>2-carboxy.$-(3,&« jrnrthoxH^nwyityry^ (CR14); 
(EE>2^rbomrtrx>x^^ 
(CR16); 

ree>2^coUmkJo^^i^lhydrwyttyr^ (CR17); 
fE,9-2-(3.4^lhydrtfryb|^^ (CRIB); 
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r6^-2-(3,4-d!hydfoxyt> 
(CR21);and 
(g,jg-2^-ethanolemtoi 




23. The pharmaceutical cq 
compound of Formula ! it tele 

tydroxyatyryUeer^on 




24. A pharmaceutic*! coi 
(3,4-dlhydr«ty*tyryl) acrytonl 
acceptable diluent or wrier. 



B-Q^ethav^Mw«tyryOacrylonHrile 



osteon according to claim 22, wherein the 
from the group consisting of; 

lde)-3-(3 t WHnathKKH- 
R11); 

lhyrfra«yt^Dicn4on)W|i (CR 17); 

(CRip): 

iWq)-3^,4^lhydrfflcyBtyryt)so^ 



flE^-JHS^jhydroxyh S^im1do)-3-a^iyja^ryipnftn> 

<e;e>2-o,; 

(CR21);WKf 
rE©-2-(p-athBnelomW< 
(CFfc*). 



isMon compfWng fE^)-2-(banrytarnWo)-^ 
KCR4) In admbdure wHh * pharmaca utterly 



25. A pharmacautical I composition comprlalng fE;©-2-<3,4- 
dlhydro*ybanx>1am>do>-3^,S^ (CR1 1) 

in admixture with a pharmaceu|eai}y acceptable dluetit or carrier. 



26. A pharmaceutical 

dlhy^cxybewytemWoJ-S-alyr 
pharmaceutical^ acceptable djj 



compoaltlen comprising (F,£>-2-{3 ( 4 
>n)trfla (CR19) in admixture- with a 
»nt or carrier. 



27. A pharmaceutical composition comprising (E^2<arbpxy-3K3.4- 
dihydroxystyryt)aorylonHrl|a ^Admixture with a pharmaceutfcelly acceptable 
diluent or carrier. 



l • 
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28, The pharmaceutic! composition according to any claims 1 to 27 for the 
^ treatment of diseases reoiiiring a modulation or inhibition of cell proliferation. 

O 29, The pharmaceutical composition according to claim 28, wherein the 

cells are cancer cells, 

-J • Mr' 

S 5 30. The pharmaceutical composition according to any of claims 1 to 27 for 
£=/ treatment of cancer. f 1 

s . . *■ 

31 The pharmaceutist composition aeoprdlng to claim 30, wherein the 
co cancer Is hematopoietic c£l| cancer, a leukemia, a myeloma or a carcinoma. 

UJ i 

32. The pharmaceutical composition according to claim 31, wherein the 
10 leukemia is acute lyn|>hoblastlc leukemia, Philadelphia* leukemia, 
Philadelphia- leukemia, egrte myelocytic leukemia, chronic myeloid leukemia, 
chronic lymphocytic"leuke|i|a or juvenile myeJomonocyte leukemia, 

S3. The pharmaceutldbl composition according to daim 32, wherein the 
leukemia is acute lympho|lastlo leukemia. 

15 34, A use of a pharmapeutleal composition according to any of claims 1 to 
27 for modulating or inhibiting cell proliferation. 

35. A compound of Formula I, or sate, soryatea w 

'hi 



20 wherein a 

R 1 and R 2 | are each independently selected from the group consisting of H, 
OH, Ci«alfeyl, C^alkoxy, |IH& NH-Cwalkyl. N(C,-ea1kylKC 1 . 8 alky1). SH, S-C*e 
Blkyl. O-Si(C 14i alkyD{Ci^ariyD(C-i-«alky0. NO* CFa, OGFj and halo: 
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R 3 is selected from the flgoup consisting of H, OH, C^alkyi, Ci4alkbxy, Nhb. 
NH-Cwalkyl. WC^aAc^lkyl), SH. S-C». 6 a!kyl, O.SI(C,^i|lcy|)(Cw 
alkylXCi^filkyl), NOVhaldjand CHa-S-iCKOnAr, 

R 4 iB selected from the gi$Up consisting of C(X)R 9 , SOjAr, NHa, NH-C^^alkyl, 
S NCC^alkyDtC^alkyn, 

X is selected from 0. S, t^H and N-Ci*alkyl, 

R s is selected from the &oup consisting of NHa, NH(CHa)pAr, NH(CHa)pOH. 
(CHaJpOC^alicyl, Ci*alfy|, C^alkoxy, NHNHa, NHC(0)NHi, NHG(0)C w 
alkoxy, N-morphollno andjN-pyrrolldlno; and 
10 Ar is an aromatic or heterparomatlc group, unsubatltuted or substituted with 1- 
4 substituents, Indepencj&fly selected from the group consisting of OH, Ci« 
elkyl. Ci^alkoxy, NH2. hffl-Cvealkyl, N(CvealkyO(C,*allcyO. SH, S-Cwstkyl, 
NO2.CFd.OCFa and halo;f 
n is 0 to 4; and t' 
15 pls1-4,wHhtheppovisos?that 

(I) when R 1 . R 3 and$R 3 are all H, R 4 Is not P(O)(0Et)a, NCCt^alkyQa. 
C(0)0Ci^a!kyI. C(0)NHi f C(S)NHa, C(0)Me, C(0)iBu, CCOXCHakGHs, 



H and R 2 is NMea, R 4 Is not C(0)OC*eancyl, 



00 When R 1 and R* fe 
C<0)NH a orP(0)(OEt)*; 
OH) when R 1 and R 8 are H and R a n NEt*. R 4 is not C(NHz)«C(CN) 2 or 
C(O)0Et; * 
(lv) 
(v) 
(vi) 

(vtD 
(viiD 



when R 1 and R 3 are'H and R*is NO,, R 4 ii not NMe 2 or C(S)NHa; 
when R 1 and R 3 arej H and R* is OMe, R 4 is not C<0)OC,^aBcyI; 
when R 2 is tBu, CI, or Me and R 1 and R 8 are H, R 4 Is not C(0)0Et; 
when R 1 is OMe ar| R* and R* are H, R 4 Is not C(0)OEt; and 
when R 3 is OMe apt R 1 end R* are H, R 4 is not C(0)OEt 
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36. The compound 



75- 



adcordlng to claim 35, wherein R 1 and R? are each 
Independently eelectei from the group consisting of H, OH, C^alkyl, Ci^ 
alkoxy, NHa. NH^i^illjk SH, S*C M aJkyl, O^I(C M alM)(C-i^!lcyl) (Ci^ 
elkyl), N0 2 , CFs, OCfa 4* halo. 

I 

5 37. The compound according to claim 36, Where R 1 and R* are each 
Independently selected Jom the group consisting of H. OH. OCHj, O- 
SHCHajrfBu), S-Me, Shi & NC^. 

38. The compound i ccordlnfi to claim 37, wherein R 1 and R 2 are both OH 
orbothOCHa. * 



i 

ccordjng to 



44. The'compound a< 



10 39. The compound i cfiordjng to claim 38, wherein R 1 is OCH* and R 2 is 

OH. | 

40. The compound a fording to claim 35, wherein R* is selected from the 
group consisting of H, OH, C^alty. C H alkoxy, NH 2 , NH-Cmalkyl. N (Cm 
alkyO(C lH alkyD, SH. S-C ^Ikyi, NO* and halo. 

15 41. The compound a <$>rding to claim 40, wherein R s Is selected from the 
group consisting of H,0 -ffocHai SH, SMe^NOa and halo. 

42, The compound a< Ending to claim 4 1 , wherein R* Is selected from the 
group consisting of H. O! $nd OCH*. 

43. The compound at &rding to claim 35, wherein R 4 Is selected from the 
20 group consisting of C(X)I rf and C(NHj>)=C(CN)a. 



fdlng to claim 43, wherein R* Is C<X)R*. 



7 

45. The compound ac iordlng to claim 44, wherein X is selected from the 
group consisting of O arx fe. 



46. The compound bi 



25 group consisting of NH 2t ^(CH«)pAr. NH(CHa)pOH and d-^lkoxy. 
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47, The compound according to claim 46, wherein p is 1 -3. 



48. The compound according to 
group consisting of NHi ,'|H(CHa)pA 

4- 

ccordlngto 



49. The compound a 



ilalm 47, wherein R s ls selected from the 

• - 

,NH(CH2)pOHandOCH3. 
atm 48. wherein p is 1-2. 



50. The compound ? ijpordlng to dalm 35, wherein Ar Is an unsubstftuted 
phenyl group of a pheijjfl group su >stituted with 1-4 eupstituents optionally 
selected from the grouf insisting c f OH, Cvealkyl, C^*alkoxy. NH 2 , NH-Cve 
alkyi, N(Ci^alkyD(Ci^8flfjJ), SH, S-c|ealkyii NOa, CFj, OCFa and halo. 



V' 

61 . The compound awarding to claim 48. wherein Ar it an unsubstftuted 
10 phenyl group or a pheM group aubctrtuted with 1-4 substltuente optionally 
selected from the group consisting o OH, C^Iky!, Cwalkoxy, NHa, NH-Ci-e 
alkyi, N(C w atkyO(CHalM SH, S-C r salKyl, NO* CF*. OCFa and halo. 

52. The compound acjlrdlng to ai y of claims 60 and 51, wherein Ar is an 



unsubstituted phenyl groto or phenyl, e 



group substituted with 1-2 substituents 



15 optionally selected from fljb group corteisting of OH, CM^alkyl, C^alkoxy, NHa. 
NH-C,^alkyl, NCCMalKy^CiMalKyl), SH, S-C^lkyl, NO* CF 3 , OCF 9 and 
halo, 

53. The compound ac|prding to clkim 52, wherein Ar Is an unsubstltutetf 



phenyl group or phenyl 
20 selected from the group 
SCHa, CFa, OCFa and ha®. 



64. The compound ac 
group consisting of pher 



g[oup substituted with 1-2 substttutents optionally 
UlsUng of OH, OCHa, NHa. NHCH* N(CHs>a, SH, 



m 53, wherein Ar Is selected from the 



irdlng to els 

IFand 3,4-dlhyaroxyphenyl 



25 



claim 35. selected from the group 



55. The compound according to 
consisting ofr 

(cT,^2-(ben2ylemido>-3-8j^acrylonltijle (CR1); 
(E,e)-2-(beray|amldo)-3K|p-orimethoxj ■styryDacrylonitrfle (CR2); 
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(£,E)^-(ben^lamldo)-3^^ (CR3); 
(E,E)-2-(benzylamldo)*3-GM^^ (CR4); 
C (Er^2-(phenyte%tamidpV3K3.4^ (CR5); 

if/ (£.&2-(phenyiettyiam^ 
(CR8); J 

(EiH)2-(pbenylpiT>pylam*^ 
f (CR9); \ 

<£.^2-(S,4*dlhydroxyber^lamM^ 
ffl aciylonltrfte(CRl1); ft, . 

10 (££^2-thtoa<^nr>ldo-3*(&5^^ 

<E,E)-2*c^amfdo^-(3,5$to^ (CR13); 
(£.E>2^momemd)ty.^,5^lmet^^ 15); 
<£E)-2*cetamlde^,4^te(t~butyldl (CR16); 
(£,E)-2^cetamWo^3,4jp 

15 (£,£)-2-(benzylamldo)-3^3,4^|8(t-buVldlmethyl?nylox (CR 
18); > 
(£,&)^,44ihydraybei^^ 
(E.£)-2^Wihydroxyben^ 

bytyUlmethyls»yloxyatyiyi|acrylonitril«) (GR20) 
20 (E.EW3.4<nhydroxybe,^^^ 
(CR21); f 

(E.fiJ^KB^tbanolamido^S-CS.s-dfmethoxM^hydroJtyatyryl) acrylonKrile 
(CR(24); d 

(£,E)-2^ber^am{do).3-(4*nltrostyiy1)acrylonltrtia (CR27); 
25 (E,£h2^3,4^lhydroxyben$yta^^ (CR28); and 

(E,£)-2-(1-amfno-2, 2-d1cy|noameny|)-3K4-nltro8tyn^ (CR29). 

S8. The compound apording to claim 55, selected from the group 
consisting at 

(£,E)-2^en2yjamido)-3K|-nJtro»tyiy0acfyI6nttrib 
30 (H.£)-2^raylamldo)^fy4-dimethoxys^ (CR2); 

(E,^2-(benzylamWo)^^ImBtho)^^ (CR3); 
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(^^2Kben^laNdo>-a^,4^ihydroxyatyiyOa<^nKrite <CR4); ; 
^ (E,E>2^prieoy)etny!am^ 

° (£,E)-2-(phenylpropylamljS 
(CRO); | 



lt (5^ 2 -(phenylpropylaml|o^ 



i 



* ' v— ' ■ »./t li 

(£,3-2-thtoacetamido^|p^^ 

(E,E)-2^cfitamido.3-(3,^ (CR13); 



03 

^ 5 (£E)-2^3,4^lhydi^4rfolamW^^ 

J= acryloniirite(CR11); | 

# . - - ' f - - — - 

(^-2-earbornethoxy^^,Wlmefooxy^-r^ (CR15); 

10 (£i^Bc*tamido^3-(34^!hyd^ 

(£E)-2K3,4-ahydroxyb©f^lamkJo)-3^tyiylacfylonflIle (CR19); 

(£,H)-2K3,4^lriydrotyberjj^lam 

(CR21);and r 

(£^2<B*manolamldo)^3,54imethc>xy^^^ 
15 (CR24). I 

: * 57. The compound ajicordlnfl to dalm 68, selected from the group 

consisting ofi 

I < f »^ 2 -(bBnzylamWo)^3-(p l 4^ihydroxystyry0acrylM (CR4); 

(£,E)-2-(3,^dlhydroxyber|y|^ 
20 eciy|onitrile (CR11); 

(E,£>2-acetamldo-K3^ihydro) V styryl)acf^ 
(f,EW3Adiriydmxyben^ 

(£,*W3,4^iriydro^ben^lamWo)-3^3,^^ 
! (CR21);and 8- 

| 25 (H^KP^thanolamWoJ-fe^ 

(CR24). I 

58. The compound (E .Q^^nzylamidoWS^Ihydroxystyryl) 
I aciylonffrile (CR4). i? 



i 

59. The compound (^^^^ihydroxybenzylamWoWa^lmothoxy- 
30 4-hydroxystyryDacrylonitri|i(CR11) l 
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60. The compound (#^2r(3i4^hydroxyt)en^amldo)-3^tyiylacTy|onltrllB 
v (CR19), I 

a \ 

Q 61. the compound (£^-2<arbo^^(3,4^IhyoVoxys^)acryldhltiile. 



ij 62. A compound of Fopmula I, or salts, solvates or hydrates thereof: 



K 5 . . ■ . ? ^ I 



co wherein £ 

R 1 and R 2 are each independently selected from the group consisting of OH, 
Chalky!, Cwalkoxy, NH§ NH-Ct^alkoxy, NHs. NH-Ci<alkyl, N(Ci^alky1)(C^ 
alky!), SH, S-C,^alKyl, O-SiCC^alKylKPt^alkyOtCMalkyD* NO*. CF* OCFa 
10 and halo; 

R'Js selected from the grqup consisting of H, OH, C^Ikyi. Gi^alkoxy, NH2, 
NH-Ci^alkyl, N(C w alkyDcjpi-eaikyD, SH, S-C^^plkytr 
O-SKC^elkylXCi^alkylXQ^allcyO, NOa, halo and CHa-S-(CHa)nAr. 
R 4 is selected from the group consisting of C(X)R S , SO*Ar, NHa. NH-Ci^afkyt, 
15 N(Ci.«alkyl)(C,.ealkyO, P(Q)(OH)a, W)(OCi^lkyO a , and C(NHa)=C(CN)a: 
X ie selected from O, S, NH and N-C^alkyl; 

R 5 is selected from the tfjeup consisting of NHa, NrKCHzJpAr, NH(CH2)pOH. 

(Cr5i) P CX«alKyl, Ci^alkft C^alkoxy, NHNHa, NHC(0)NHa, NHC(0)O,^ 

alkoxy, N-morpholino and^N-pyrroJIdino; and 
20 Ar is an aromatic or heterdWornatlc group, unsubstituted or substituted with 1- 

4 substHuBnt3 r indepenc|eJitfy selected from the group consisting of OH, Cj-e 

alkyl, d^aikoxy, NHa, N|-Ci*alky|, N(Ci<a|kyD(Ct^allcyl), SH, S-Owalkyt, 

N02,CFs,OCF 3 andhalo| 

ni$0to4; and £ 
25 p is 1-4. f 
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63. A compound of For 
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uia I, or sate, solvates or hydrates thereof: 




wherein 

R 1 and R 2 are each Independently selected from the group cor»I»Ung of H, 
OH, Cvsafcyl, Cn^alkoxyf NHa, NH-Ci<alkyl. N^elkyfXd^afcyO. $H f 6-C M 
filkyt, O-BICCMallvKC^^y^Ci^aM. NO*, CFa, OCF* and halo;, 
R* is selected from the gfoup consisting of H, OH, Cuajkyl, C^llcbxy, NH*. 
NH-c w aHcy|, - N(C H alK3o(CHa||tfl)i SH, s-Cv P aikyl, o-SKC^alkylXCn 
alkyOCC^alkyp, NOj, haltfand CHr^CHa)^ 

R 4 is selected from the afpup consisting of C(X)R« SOjAr, NH2. NH-C,^alkyl 

and P(0)(OH)i; : $ 

X Is selected from O, S, ij ||j and N-CnaJkyl; 

R* is selected from th$ group consisting of NH(CHj)pAr, NH(CHa) p OH, 
(CH2)pOCveslkyl. NHNHaj NHC(0)NH*, NHC(0)C 1<a |koxy, N-morpholino and 
N-pyrrolidlno; and % 

Ar is an arpmaHc aroupfuniubetltuted wKh 1-4 subrtKuento, Independently 
selected from the group jenslsting of OH, Ctaelkyl, C,^o|koxy, NH2. NH-Ci* 
alkyt. N(d*alkyO(C„«lk^, SH. S-d^alkyl, NO* CF 3 , OCF» and halo; 
nis0to4;and 
P Is 1-4. 

64. A compound of Formula II, or salts, solvates end hydrates thereof. 




wherein 



s 
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R 1 and R* are each independently selected from the group consisting of H, 
OH, Gi^alkyl, C^Ikoxy, JNHa. NH-Ccalkyl, N(C,. e alkyl)(C 1 .ealkyD, SH, S-C,* 
alkyl, O^Kd^aHcyOtC^ikyDtc W Blky|), NOa, CF* OCFa. and halo; 
$ ' R3 ' 8 selected from the c^up consisting of H, OH, C^fcyi, C w alkoxy, NH2, 

0? 5 NH^alkyl, NtC^lk^Cv^llcyl), SH, 8-Cialkyi,. O-SICd.ealkyOCCw 

J alkyD(Cwalkyl). N0 2 , ha|o and CHz-S^CHaJnAr; 

5 R e Is selected from the gro]up consisting of At, OH and OC^Ikyl; 

^ Ar is an aromatic group^junsubstHuted Or substituted wKh 1-4 eubetituents, 

0/ independently selected frpTn the group consisting of OH, C*^alky|, C^alkoxy, 

& 10 NH a . NH-d^alkyl, N(Ct-«^llcyl)(Ci^a[KyO, 8H. S-CwalM. NOa. CF ai OCFa 

and halo; 

X Is selected from O and 
n is 0-4; and «3 
pis 1-4. 

1 5 65. A compound of Formula I, or salts, solvates or hydrates thereof. 



wherein f 

R 1 and R a are each indejfendently selected from the group consisting of H, 
20 OH, Cwalkyl, Coalkoxy, $Hj, NH-C^Pcyl, N(C H alkyD(Ci«alkyD, SH, S-C M 

alkyl, O-SKC^alkyOCCKallcyOCC-i^alkyO, NOa, CFa. OCFa and halo; 

R 3 is selected from the greup consisting of H. OH, C^lkyi, Cwalkoxy, NHa, 

NH-C^alkyl, NfC^arkylcc^lkyl). SH, S-Ci. B alkyl, 0-SI(Ci^alkyt)(Cv» 

al^C^llcyl), NOa,hBJo^d CHr^CHaJnAr, 
25 RMsCOaH; 

Ar is an aromatic or heteroaromatlc group, unsubatituted or substituted with 1- 

•I • 

4 substltuents, Independently selected from the group consisting of OH, 0^8 
alkyl; C^lkOJty, NHa. NjJ-Ci*alkyl. N(Ci*a!ky|)(C 1 .ealkyl), SH. S-C«alky|. 
NOa. CFj, OCFa and halo; # 



it 
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q nl»0to4;and ji 

^ p is 1-4, with the pFovtsoijihat 

^ fl) RVR 1 arid R 3 are j$t all H; 

0i) when R 1 and R 3 a^$H, R 2 is not NMeai 
(III) when R 1 and R 8 -ajj H, R 2 is not NO*; 



^ Civ) when R 1 and R? apH, R a is not OMe; 

£j (v) whenR^ndR^OMe^R'fanotHiand 

UJ (v0 when R a and R* are OMe, R 1 Is net H. 



10 



68. A compound of Fo'rmula 1, or salta, solvates or hydrates thereof: 



wherein '•■ 

R 1 and R 2 are each Independently selected from the group consisting of H. 
OH, C>ealkyt, C^alkoxy.jNH^. NH-Ci*all<yt. NCC^IkyWC^feyl), SH, S-C w 
15 alkyl, ^(Ct^lkyOCC^^aijvDCC-walkyO, N0a.CFi.OCFs and halo; 

R 3 is selected from the^group consisting of OH, SH, d-salkyt, 0-SI(C 14 
alkyDCC^IkylJfC^alkyl).^© and CHrS-CCHOnAr, 
R^lsCOaH; % 

Ar is an aromatic or heterSaromatic group, unsubstftutsd or substituted with 1- 
20 A substltuents, independently selected from the group consisting of OH, C*« 
alky!. Ci-ealkoxy, NHa, NH-C«aJky|, N(CMallcy|)(Ci^i«cyD, SH, S-C^Bcyl, 
N02.CFs. OCF$ and halo; 
nls0to4. V 

67. The compound according to claim 66, wherein R* fa selected from the 
25 group consisting of C^alkyl, O-Si(C^aIKy0(C 14 alkylKC«a«cy0, halo and 
CrVS-(CH2)nAr fli 

••• 
5' 



n 
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68. A compound of Fojimula I, or salts, solvates or hydrates thereof: 




wherein ? 
6 R 1 and R 2 are each Independently selected from the group consisting of H, 
OH, C,*alkyl, C w a|koxy, NH,, NH-d-ealkyl, N(C 14 alkyl)(Ci^alkyO. SH, S-Cn, 
alky], O-SKC^aHcylXCwaJyOCC^^Ikyl), NQj, CF v OCF 3 and halo; 
R'is selected from the gr|up consisting of H, OH, Chalky!, d^alkoxy, NHa, 
NH^^Ikyl, NfC^ancyj^^alkyl), SH. S-d-oalkyl, 0-Si(Ci-Balkyl)(Cw' 
10 alkyDtC^Ikyl). NOi,halo;and CHj-S^CHaJnAr; 
tffcCOaH; V 

Ar Is an aromatic or heterparomatfc group, unsubstHuted or substittited with 1- 
4 substituents, Independently selected from the group consisting of OH. Ci* 
alkyl, C^alkoxy, NHj, NH-C M alky|, NCC^ikylKC^alkyO. SH, S^C^alkyl. 
15 NO2, CFa, OCFa and hajp; 4 

n Is 0 to 4; and . £ 
pis 1-4, I 

with the proviso that at &st one of R 1 and R a Is selected from the group 

consisting of OH, SH, C^lkyl, O^KCi^lMKCwall^C-tHialkyl), CF 8 .OCF a 
20 and halo. , 

60, The compound according to claim 68, wfth the proviso that at least one 
of R 1 and R 2 is selected from the group consisting of C-nalkyl, 0-SI(C t < 
alkyO(C^alkyO(C n *a|kyO;!CF a , OCF* and halo. 

I 

70. A compound of Formula I, or salts, solvates or hydrates thereof: 

25 1 



R2 f 

I 
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£ wherein *f •' 

C R 1 and R 2 are etch Independently selected from the group consisting of H, 

m OH, Chalky!, NH*, NHrC^allcyl, SH, S-C^olkyl, '0-SI(Cveafcyl)(C-f-oa|kyl) 

g' (C^aJkyO,CF3, OCFa end halo; 

2 5 R*ls selected from the group consisting of H, OH, C^alkyl, C w alkc«y, NH* 

^ NH-Cealkyl, NfC^altyDfC^alkyi), SH, S-Cealkyl, O-SKC^alkyOCCw 

^ alkylKC^Ikyp. NO* hafoiand CHa-S^CH*)^ 

co R 4 l8C0aH; 1 

Uj *\ 

Co Ar is an aromatic or hetertfaromstlc group, unsubsftutad or substituted with 1- 

10 4 substrtuents, independently selected from the group consisting of OH, C++ 
alkyl, Ci*alkoxy, NHj, tiH*C w alkyl, N(C 1 . e alkyO(Ci.«aIkyl), SH, 6-CvsbM 
NO^CFs.OCFj and held;, 
n leO to 4; and *i. 
pis 1-4, v :i 

16 with the proviso that R 1 , R 2 and R 2 are not all H. 

k 
t 

71. The compound a .(£\^2-(»rboxy^3,5^lmetho^ 
acrylonjtrile (CR-14). jr. 

y 

■ * 

A** 



i. 
» V 
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FIGURE 18 
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FIGURE 20A 
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FIGURE 21 
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FIGURE 22 
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